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Abstract 

Sugars, such as sucrose or Invert sugar, have been used as tobacco ingredients In American-blend cigarettesto replenish 
the sugars lost during curing of the Burley component of the blended tobacco in order to maintain a balanced flavor. 
Chemical-analytical studies of the mainstream smoke of research cigarettes with various sugar application levels 
revealed that most of the smoke constituents determined did not show any sugar-related changes in yields (per mg 
nicotine), while ten constituents were found to either increase (formaldehyde, acrolein, 2-butanone,isoprene, benzene, 
toluene, benzo[/c]fluoranthene) or decrease (4-aminobiphenyl, N-nitrosodimethylamine, N-nitrosonornicotine) in 
a statistically significant manner with increasing sugar application levels. Such constituent yields were modeled 
into constituent uptake distributions using simulations of nicotine uptake distributions generated on the basis of 
published nicotine biomonitoring data, which were multiplied by the constituent/nicotine ratios determined in the 
current analysis. These simulations revealed extensive overlaps for the constituent uptake distributions with and 
without sugar application. IVloreover, the differences in smoke composition did not lead to relevant changes in the 
activity in in vitro or in vivo assays. The potential impact of using sugars as tobacco ingredients was further assessed 
in an indirect manner by comparing published data from markets with predominantly American-blend or Virginia- 
type (no added sugars) cigarettes. No relevant difference was found between these markets for smoking prevalence, 
intensity, some markers of dependence, nicotine uptake, or mortality from smoking-related lung cancer and chronic 
obstructive pulmonary disease. In conclusion, thorough examination of the data available suggests that the use of 
sugars as ingredients in cigarette tobacco does not increase the inherent risk and harm of cigarette smoking. 

Keywords: Cigarette, tobacco, ingredient, sucrose, invert sugar, high fructose corn syrup, smoke, 
smoking behavior, nicotine exposure, risk 
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1. Introduction 

Cigarette smoldng has been established as addictive 
and the cause of various diseases, such as cancer, car- 
diovascular disease, and chronic obstructive pulmonary 
disease (COPD). However, little is known about the eti- 
ology of these diseases in terms of smoke composition 
and whether cigarette design characteristics or the use 
of ingredients might influence this composition. Because 
of the disease burden related to smoking, an improved 
understanding of such potential influences is of major 
toxicological and public health relevance. Such under- 
standing may eventually support both the development 
of potentially less rislcy tobacco products (US Institute of 
Medicine, 2001) and of meaningful regulation. 

Regulatory schemes for tobacco have been developing 
in various regions of the world over the past several years 
(World Health Organization Study Group on Tobacco 
Product Regulation, 2008), which also address the use of 
ingredients. To date, ingredients have been regulated in 
some countries by positive and negative lists (e.g. German 



Federal Ministry for Youth Family and Health, 1977; UK 
Department of Health, 2003), which would suggest a 
safe use of those listed as permitted. Nevertheless, this 
assumption has been questioned for certain ingredients 
(Talhout et al., 2006; Rabinoff et al., 2007), and in Canada, 
the use of many ingredients to tobacco including sugars 
was recently prohibited (Parliament of Canada, 2009). 
Apart from the regulatory status, investigations have been 
conducted in recent years in order to assess the potential 
risk(per cigarette) or harm (for a population), which might 
stem from the use of ingredients in addition to the inher- 
ent risk or harm from smoking tobacco manufactured 
into a cigarette (e.g. Carmines, 2002; Baker et al., 2004a). 
Data from individual toxicological studies performed by 
the tobacco industry have been submitted according to 
regulatory requirements (e.g. European Parliament and 
Council of the European Union, 2001, which is request- 
ing all available toxicological study data). For a few ingre- 
dients, scientific assessments of the potential additional 
harm resulting of their use as cigarette ingredients were 
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published (Talhout et al., 2006; Werley et al., 2006; Heck, 
2010). In the current context, the term "harm" refers to 
a population-based risk and includes the potential that 
the use of ingredients may facilitate initiation, impede 
cessation, or increase the intensity of use, which in more 
recent guidance documents has been referred to as "indi- 
rect harm" (US Food and Drug Administration Center for 
Tobacco Products, 2011). 

In the Western world, there are two major types 
of cigarettes that differ in their tobacco blending and 
ingredient content. Virginia-type cigarettes are mainly 
made from Virginia (or Bright) tobacco. In the blend 
preparation of American-blend cigarettes, a significant 
portion of the Virginia tobacco is replaced by air-cured 
tobaccos (usually Burley). Virginia tobacco is high in 
endogenous sugars, while cured Burley leaf is practically 
devoid of endogenous sugars due to catabolic break- 
down during curing (Fisher, 1999; Leffingwell, 1999). A 
sensorially satisfactory adjustment of the total blend is 
achieved by applying a sugar casing to the tobacco blend 
of American-blend cigarettes, which in part replenishes 
the sugar content of the tobacco lost during Burley curing 
to a level that is generally below that found in Virginia- 
type cigarettes in order to rebalance the sugar/nitrogen 
ratio of cured Burley tobacco and to enhance the taste 
and smoke characteristics of the blend (Fisher, 1999). 
Thus, the use of sugars as tobacco ingredients is con- 
sidered essential for an American-blend cigarette. The 
sugars used most widely as casing materials for tobacco 
are sucrose and invert sugar (the hydrolysis product of 
sucrose, mainly glucose and fructose). Both are approved 
for use in tobacco products as additives, flavorings, or 
flavoring agents in all countries that have a list of ingredi- 
ents that are allowed to be added to tobacco. For example 
in Germany, food-grade sugars are generally allowed as 
additives to tobacco (German Federal Ministry for Youth 
Family and Health, 1977); in the UK, invert sugar and 
sucrose can each be added to a maximum of 10% of the 
weight of tobacco plus paper, with an aggregate limit of 
15% of those additives typically used at higher applica- 
tion levels (List 1, UK Department of Health, 2003). 

Because of the importance of sugars as tobacco 
ingredients in American-blend cigarettes, many experi- 
mental studies have been performed to date in order to 
better understand any potential toxicological impact of 
such use. This review evaluates the available informa- 
tion from published or non-published studies based 
on searches in Medline and the documents of different 
cigarette manufacturers gathered in the Legacy Tobacco 
Document Library (http://legacy.library.ucsf edu/). The 
information discussed extends that in a previous review 
on the impact of using sugars as ingredients (Talhout 
et al., 2006), e.g. by including in vitro and in vivo studies 
on the impact of sugars added as tobacco ingredients in 
research cigarettes or by evaluating their potential impact 
in commercial cigarettes, such as on smoking behavior. 
The overall objective for this assessment is to evaluate on 
a weight- of- evidence basis whether the use of sugars as 



tobacco ingredients increases the loiown risk and harm, 
which is inherent to tobacco smoldng, or whether new 
risks are generated. After a short description of the meth- 
odological approach used for this assessment, this review 
includes information on 

- technical data on the use of sugars as ingredients in 
cigarette tobacco, 

- the fate of sugars during the manufacturing process 
of cigarettes, 

- the unchanged transfer of sugars to mainstream 
smoke and their potential direct physiological and 
toxicological effects, 

- the degradation during pyrolysis or during burning 
in the cigarette matrix, 

- the analysis of the chemical composition of the main- 
stream smoke of research cigarettes with or without 
the application of sugars to tobacco, 

- the toxicity of the smoke of such research cigarettes 
in in vitro and in vivo assays, and, 

- a comparison of smoke composition, smoking 
behavior and exposure, as well as disease risk data 
from predominantly American-blend and Virginia- 
type cigarette markets to provide an indication of 
potential differences in the harm stemming from 
these major types of commercial cigarettes with prin- 
ciple differences in their content of ingredients, such 
as sugars. 

2. Methodological approach 

2.1 Guidance for toxicological assessment of 
cigarette ingredients 

A generally accepted regulatory guidance for the assess- 
ment of existing or new cigarette ingredients is not avail- 
able. However, various individual guidance documents 
and recommendations were published over the last 
several years (Dempsey et al., 2011). The US Institute of 
Medicine described some regulatory principles, which 
include the use of appropriate toxicological testing 
methods "with the objective of identifying those ingredi- 
ents that add no significant toxicity to tobacco products 
and therefore can be considered safe in the context of 
this use" (US Institute of Medicine, 2001). In the UK, a 
voluntary agreement suggested that apart from studies 
on transfer and pyrolytic degradation of an ingredient, 
a toxicological assessment of new ingredients should 
include in vitro genotoxicity and subchronic inhalation 
studies, preferentially in the cigarette matrix (Tobacco 
Manufacturers Association & UK Department of Health, 
1997). In Germany, a guidance document was published 
suggesting the comparative and quantitative testing of 
ingredients in research cigarettes with and without the 
ingredient, which may include a series of in vitro tests 
that may be supplemented by chemical analyses and 
in vivo testing (Deutsches Institut fiir Normung - Working 
Group Toxicology of Additives, 2004; Hahn and Schaub, 
2010). The most encompassing recommendation was 
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published by the Life Science Research OlSce, which 
evaluated the feasibility of testing and laid out scientific 
criteria for the evaluation of ingredients added to tobacco 
(Life Sciences Research Office, 2004a,b). The above- 
mentioned guidance documents assume the feasibility 
and relevance of a toxicological evaluation of ingredients 
as a design principle, i.e. the evaluation of an ingredient 
for use in cigarette tobacco in general without the need to 
be repeated for each particular brand in which this ingre- 
dient is used. However, the World Health Organization 
study group on Tobacco Regulation concluded that the 
existing science base would currently not be sufficient to 
allow regulation based on design characteristics (Burns 
et al., 2008; World Health Organization Study Group on 
Tobacco Product Regulation, 2008). Rather, this group 
felt that a more robust tool might be the regulation of the 
smoke composition of commercial products (brands). 

This review attempts to consider both of these general 
positions with the intention of considering all available 
information: sucrose and invert sugar were evaluated 
as neat compounds as well as in research cigarettes 
with or without sugars applied as single ingredient or in 
combinations of ingredients. In addition, commercial 
American-blend and Virginia-type cigarettes were com- 
pared, which apart from some other factors significantly 
differ by the use of sugars and other ingredients. 

2.2. Challenges for comparative testing of 
ingredients in a cigarette matrix 

Ingredient mixtures differ between brands and even 
within a given brand because of country-specific pref- 
erences. Because of practical reasons and in line with 
the practice in other industries (e.g. for food additives: 
European Commission Health and Consumer Protection 
Directorate-General, 2001), ingredients have usually 
been evaluated as design principles rather than repeat- 
edly for each product. For principle-based testing, 
ingredients may be applied to research cigarettes, either 
individually or in combination, in a manufacturing pro- 
cess which corresponds to that of commercial cigarettes. 
Several levels of ingredient application are required to 
allow the determination of potential "dose-response" 
relationships. The use of a combination of ingredients 
includes the investigation of any potential interactions 
among the ingredients, while the use of single ingredi- 
ents allows greater exaggeration of the application levels 
of the particular ingredient beyond use levels found in 
commercial cigarettes. Such exaggeration may improve 
the potential to detect any adverse effects associated 
with the application of this ingredient, although it has 
its limits for the testing of ingredients at high unusual 
application levels if significant changes in the burning 
characteristics of the cigarette would occur which cannot 
be back-extrapolated to the ingredient levels in actual 
products. Both types of studies using single or combined 
ingredients were included in this review. 

Cigarettes may be smoked in many ways by varying 
puffing parameters, such as puff duration or volume. 



which will change the composition of the resulting 
smoke in quantitative terms. For toxicological testing 
purposes, fixed machine-smoking conditions need to be 
maintained in comparative assessments to ensure com- 
parative smoke generation conditions for testing (Burns 
et al., 2008; World Health Organization Study Group on 
Tobacco Product Regulation, 2008). The fixed smoking 
conditions are not considered to be representative of a 
human smoker or a group of smokers. While very intense 
machine-smoldng conditions have been recommended 
for future tests for maximum yield (Burns et al., 2008), this 
may be disadvantageous for the discriminatory power of 
chemical- analytical and toxicological tests (Roemer and 
Carchman, 2011). Until now, most previous tests were 
conducted using smoking conditions in line with FTC (US 
Federal Trade Commission, 1967) or ISO (International 
Organization for Standardization, 2000) conditions using 
puffs of 35 ml taken over 2 s, once per minute. The appro- 
priateness of this protocol versus a more intense smok- 
ing condition was evaluated in the current assessment in 
terms of potential ingredient-related changes in smoke 
composition. 

Various approaches to compare the results of a series 
of research cigarettes or cigarette brands were used in the 
past, depending on the objectives of the particular studies. 
For instance, precursor-constituent relationships may best 
be evaluated on the basis of total particulate matter (TPM), 
tar (TPM minus water and nicotine), or carbon monoxide 
yields. For chemical-analytical investigations and related 
risk extrapolations, nicotine has been suggested as the 
reference smoke constituent for comparative evaluations 
(Burns et al., 2008; World Health Organization Study Group 
on Tobacco Product Regulation, 2008). For the current 
assessment, nicotine was chosen as the basis for compari- 
son in all chemical-analytical studies. It should be noted 
that the research cigarettes in this type of comparative 
studies were generally made to the same cigarette weight 
by replacing tobacco with the ingredients to be tested. This 
can be considered worst case for the evaluation of poten- 
tial effects of ingredients, because the cigarette nicotine 
content and thus the smoke yield of nicotine as the basis 
of the comparison automatically decreases with increasing 
ingredient applications levels. This is particularly relevant 
for the exaggerated application levels in some research 
cigarettes. For the comparison of the results of in vitro and 
in vivo studies, TPM was used as the basis of comparison in 
the current assessment, because TPM was the lead param- 
eter for dosing in these studies. Besides, as for nicotine, 
using TPM as a basis of comparison rather than comparing 
on a per cigarette basis offers a comparison of the qual- 
ity rather than the quantity of smoke used. As most of the 
presented in vitro and in vivo studies were carried out with 
experimental or even standard reference cigarettes of quite 
similar design, a relatively constant TPM/nicotine ratio can 
be assumed for data transformation. 

As there is no authoritative recommendation for 
the toxicological hazard assessment of cigarette ingre- 
dients, toxicological test systems available for other 
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regulatory environments, such as for pharmaceutical (e.g. 
International Conference on Harmonisation, 1997) or 
chemical (e.g. Organization for Economic Co-operation 
and Development, 2009) compounds, had to be selected 
and adapted to a comparative testing paradigm for ciga- 
rette ingredients. In most of the assays selected, cigarette 
smoke is inherently active, which requires testing pro- 
tocols suitable to achieve a discriminatory power that is 
needed to detect potential incremental changes in activ- 
ity by modifications in the research cigarettes, such as 
increasing levels of ingredients. In addition to biological 
testing and in view of the complexity of the smoke aerosol 
compared to, e.g., a pharmaceutical compound, rather 
comprehensive chemical analyses of potential changes in 
smoke composition by the use of ingredients have been 
conducted. Thus, assessing the toxicity of cigarette smoke 
requires both chemical analyses and biological assays for 
the intended comparative hazard assessment. Chemical 
analyses relatively precisely determine increases and 
decreases in mainstream smoke yields of defined constit- 
uents. However, predicting the impact of these increases 
and decreases on the overall toxicity of cigarette smoke 
is a major challenge. Biological assays are rather unspe- 
cific regarding the constituents that cause a response 
and include the assessment of potential biological 
interactions among constituents. Therefore, chemical 
and biological assays complement one another. In the 
current assessment, the results of chemical, in vitro, and 
in vivo studies were pooled for each endpoint investi- 
gated attempting to derive quantitative results across 
studies dependent on the level of sugars applied. 

Using the assumption of proportional constituent/ 
nicotine uptake ratios, the hypothetical uptake of smoke 
constituents from research cigarettes with or without 
applied sugars in a given population was modeled on 
the basis of Icnown uptake distributions for nicotine. This 
should allow an evaluation of the potential impact of a 
change in the uptake of a given smoke constituent due 
to changes in smoke composition triggered by the use 
of sugars as ingredients vis-a-vis the broad variability of 
uptake of this constituent in a population of smokers. 

Exposure studies to determine whether the use of 
ingredients may change smoking behavior have not been 
performed, except for menthol (reviewed by Heck, 2010). 
Approaches for controlled clinical studies to address the 
potential impact of flavor ingredients on exposure were 
suggested (Life Sciences Research Office, 2004b), but 
have not been validated for general use to our Icnowledge. 
Instead, the current analysis includes a comparison of 
published data on smoking behavior parameters, such as 
smoking prevalence or nicotine uptake, in major markets 
of American-blend or Virginia-type cigarettes, which dif- 
fer, among other factors, in their sugar content. 

For a complex mixture that causes complex pathogen- 
eses, there is no unique and simple approach to combine 
all information available for a final conclusion. Rather, 
various layers of evaluation that weigh the respective evi- 
dence need to be combined in a tiered approach. 



3. Fate of natural tobacco sugars and 
use of sugars as tobacco ingredients 

Since tobacco is a natural plant product, it contains high lev- 
els of carbohydrates, and sugars in particular (Fisher, 1999; 
Leffingwell, 1999). Green tobacco leaves require a drying 
step (curing) before use as a cigarette filler, which critically 
influences the sugar content of the end product. The first 
curing step common for all tobacco types is the "yellowing 
stage," which is the color change that results from chloro- 
phyll degradation that starts as soon as the green leaves 
start to dry. Enzymatic hydrolysis of starch into sugars 
begins in the early stages of curing, and proteins begin to 
fragment, releasing amino acids. After the yellowing phase, 
different curing conditions are used, depending on the 
variety of tobacco. Air-curing of Burley tobacco, which is 
grown using relatively high nitrogen fertilization and thus 
rich in nitrate, proteins, and amino acids, is performed by 
naturally drying the leaves at ambient temperature. This 
is a slow process that can last up to ten weeks. During this 
process, enzyme systems in the leaf remain active and 
sugars are catabolically consumed. As a result, the cured 
Burley leaves have very low (0.2%, Leffingwell, 1999) to not 
detectable (Fisher, 1999) sugar contents. In contrast, during 
flue-curing of Virginia tobacco used for Virginia-type ciga- 
rettes, the yellowing is followed by a relatively short (about 
4 days) drying stage under controlled humidity and at 
elevated temperatures, which stops enzymatic processes, 
such as sugar catabolism, due to desiccative dehydration 
but allows the degradation of starch to even increase the 
natural sugar content in the cured leaf Residual sugar levels 
of 8-30% have been reported in flue-cured tobacco (Fisher, 
1999). Virginia tobacco is also low in nitrogen-containing 
compounds, because of cultivar selection and the limited 
requirement for nitrogen fertilization. The sun-curing of 
Oriental tobacco does not involve controlling air tempera- 
ture or humidity, but it is fairly similar to flue -curing in that 
the enzymatic processes are much more rapidly stopped 
than in air-curing. The natural sugar content of Oriental 
tobacco is intermediate (10-20%). 

The core blend components in American-blend tiller 
consist of approximately 50% Virginia, 30% Burley, and 
20% Oriental (assuming proportional contributions from 
expanded and reconstituted materials to either tobacco 
type) according to the composition of the 2R4F reference 
research cigarette provided by the University of Kentucky 
(Chambers, 2003), which was designed to be representa- 
tive for the American-blend markets (Chepiga et al., 2000; 
Roemer et al., 2004; Patskan et al., 2008). These tobaccos 
are of different grades, origins and crop-years. Virginia- 
type cigarettes mainly consist of Virginia tobacco (includ- 
ing expanded and reconstituted materials) with little or 
no Oriental tobacco. Thus, in American-blend cigarettes, 
a substantial part of the Virginia tobacco is replaced by 
Burley (and Oriental), which accordingly reduces the 
natural sugar content of the blend. This loss is partly 
replenished by applying sugars as tobacco ingredients. 
The application of sugar- containing casings is thus a key 
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part of the manufacturing of the American-blend filler, in 
contrast to Virginia-type cigarettes. Generally, not more 
than 5% (w/w) of sugar is applied to American-blend 
cigarettes. This results in a similar or lower total sugar 
content in American- Blend compared to Virginia-type 
cigarettes. In the published literature, data on the actual 
sugar content in marketed cigarette tobacco can hardly 
be found, but the above theoretical calculation was con- 
firmed by a comparison of American-blend and Virginia- 
type cigarettes marketed in the UK reporting 11 and 16% 
total sugar content and 9 and 13% reducing sugar con- 
tent, respectively (Woertz, 1983). Average reducing sugar 
contents of 6.6 and 9.6% were reported for US American- 
blend and Australian Virginia-type cigarette brands, 
respectively (ScoUo and Winstanley, 2008). 

The sugars most widely used as cigarette tobacco ingre- 
dients are sucrose and invert sugar. Sucrose (table sugar, 
saccharose), one of the most widely distributed disaccha- 
rides, is obtained commercially from sugarcane and beets. 
It is used in the granulated form, crystallized from the 
highest purity sugar liquor and, thus, is the highest-purity 
crystalline sugar product. Conversion (inversion) of the 
disaccharide sucrose into its two monosaccharide com- 
ponents yields glucose and fructose. Invert sugar is the 
water-based mixture resulting from the almost complete 
inversion of sucrose (Figure 1). Sugars suitable for human 
consumption are used as cigarette tobacco ingredients 
(generally recognized as safe (GRAS) for human oral con- 
sumption: US Food and Drug Administration, 2000a,b). 

The only processing steps in the cigarette factory dur- 
ing which sugars may further react are flue-cured tobacco 
expansion, i.e. increasing the volume of the tobacco 
leaves, and Burley tobacco drying after casing, i.e. after 
the application of water soluble cigarette ingredients. The 
expansion process is performed at a very high tempera- 
ture (ca. 350°C) under an inert atmosphere over a very 
short period of time (1-2 s). A certain percentage of the 
flue-cured tobacco sugar contents is consumed during 
the process, depending on the conditions (Green et al., 
2007). The main products formed in the process appear to 
be sugar polymers and degradation products. Most vola- 
tile and semi-volatile products that would be produced 
will be lost in the process depending on their volatility. 
Burley tobacco drying after casing is typically performed 
over 5-6 min, and the tobacco reaches a temperature of 
about 75°C at the end of the drying process (Abdallah, 
2004). In fact, except for the much shorter heating time. 



Burley drying conditions are very similar to flue- curing 
conditions. Under these drying conditions, no change of 
the total sugars levels in the tobacco could be detected. 
The largest effect of the thermal treatment, besides water 
evaporation, is the release of ammonia. An increase in the 
levels of reaction products of sugar-ammonia reaction 
products was also reported (Moldoveanu et al., 2011). 

Carbohydrates and nitrogen compounds in tobacco 
are important sources of flavor compounds in the smoke 
of tobacco blends (Noguchi et al., 1971; Dickerson et al., 
1976; Leffingwell, 1976). Maillard reactions involving 
amino acids or ammonia and sugars are ubiquitous dur- 
ing the curing, storing, processing, and particularly dur- 
ing smoldng of tobacco. Maillard reaction products are 
very diverse in chemical structure and flavoring poten- 
tial. Many of them are heterocyclic compounds, a most 
important class being pyrazines. Caramelization refers 
to non- enzymatic browning reactions in which, unlike in 
the Maillard reactions, sugars do not react with amines. 
These reactions proceed through a complex series of oxi- 
dation, dehydration, isomerization, and polymerization 
steps that are still poorly understood. Similar and addi- 
tional amounts of the same flavor components found in 
the cured leaves are formed during smoldng. 

4. Biological data related to 
transferred unchanged sugars 

4.1 . Transfer of unchanged sugars to 
mainstream smoke 

Carbohydrates have very low vapor pressures and are 
characterized by thermal and oxidative lability at the tem- 
peratures occurring in a burning cigarette (Baker et al., 
2005). Indeed, very small yields (about 0.5% [range 0.4- 
0.8%]) of uniformly ^^C-labeled glucose and sucrose were 
found to transfer unchanged from Burley tobacco into 
mainstream smoke (Gager et al., 1971a), supporting the 
results of an earlier study (Kobashi and Sakaguchi, 1959). 
Based on similarity in the structures of glucose, fructose 
and sucrose, it is expected by analogy that the unchanged 
transfer of fructose to smoke will be low as well. 

If approximately 0.5% of the sugar added to cigarette 
tobacco is transferred unchanged to smoke, the daily 
dose of sugar from smoking would be approximately 
0.008 g per person per day under the worst case assump- 
tions given in Table 1. This is negligible, e.g. in terms of 
caloric uptake, when compared with a daily dietary sugar 
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Figure 1. Chemical structures demonstrating the inversion of sucrose to glucose and fructose. 
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Table 1. Estimate of ingredient sugar uptalce (worst case 
assumptions) by smoking American-blend cigarettes. 



Parameter Estimate 

Number of cigarettes per day* 40 cig. 

Maximum use level for all sugar sources 5% 

Tobacco weight 0.8 g/cig. 

Transfer of unchanged sugars 0.5% 

Bioavailability (deposition) 100% 

Dose per cigarette 0.2 mg 

Daily dose 8 mg 



For risk extrapolations, worst case assumptions were made: 
sucrose, glucose, or fructose, respectively, used as if representing 
total sugar doses; local deposition on tongue or in lungs as if total 
dose would be deposed at either site. 
^95 percentile (Waingrow et al., 1968). 

intake in Western countries in the order of 100 g per per- 
son per day (Gibney et al., 1995). 

4.2. Absorption, distribution, and metabolism of 
sucrose, fructose, and glucose after inhalation 

During smolcing, minor unchanged portions of sucrose, 
glucose, and fructose are inhaled and exposed to the 
respiratory tract. Sucrose cannot be taken up or hydro- 
lyzed in pulmonary epithelial cells (Ricard et al., 2000). 
If not cleared by mucociliary clearance, it passively leaks 
through the alveolar wall, distributes systemically, and 
is excreted unchanged in the urine (Martindale, 1993). 
Glucose and fructose are taken up by respiratory tract tis- 
sues and used for intermediary metabolism. In tracheal 
and pulmonary experimental systems, active glucose 
uptake was demonstrated to be regulated by nutritional 
and hormonal mechanisms (Das et al., 1985). Glucose is 
actively removed from the airway lumen against a 10-fold 
higher glucose plasma concentration gradient (Baker 
et al., 2006a). Since no such physiological regulation 
of fructose utilization in lungs has been observed, the 
uptake of fructose into alveolar epithelial cells is assumed 
to be by gradient-driven facilitated diffusion, similar to 
fructose uptake in intestinal epithelial cells. 

4.3. Physiological properties of sugars 

Apart from the nutritional value, sugars exert the senso- 
rial cue of a sweet taste on the tongue. The thresholds at 
which sweet tastes are recognized for sucrose, fructose, 
and glucose are relatively high, i.e. in the order of lOg/I 
(Soldo et al., 2003; Pasquet et al., 2006), and these thresh- 
olds do not seem to be influenced to a relevant degree by 
smoking (Mullings et al., 2010). If the entire amount of 
unchanged sugars talcen up by smolcing (Table 1) were 
to dissolve in the saliva (daily production 1-1.5 1, Thews 
et al., 1989), this would result in a maximum average con- 
centration of 0.01 g/1, which is three orders of magnitude 
below the threshold at which a sweet taste is detected. The 
volume of saliva covering the sensory area of the tongue 
at a given time would need to be as low as 20 (il in order to 
reach a level at which a sweet taste could be detected with 
the 0.2 mg of sugar absorbed from smoking one cigarette 
with added sugar, assuming full dissolution in the saliva 



and no transfer to lower parts of the respiratory tract. 
Thus, it is unlikely that the sugar transferred unchanged to 
smoke would elicit a sweet taste sensation in the smoker. 
Since sweet taste sensation and palatability are necessary 
requirements of any central reward mechanism for sugars 
(Barbano and Cador, 2007; Olszewski and Levine, 2007), 
there is no practical possibility of the small amounts of 
unchanged sugars in smoke to contribute to the initiating 
and addicting potency of smoking, as was previously sug- 
gested (Talhout et al., 2006; Rabinoff et al., 2007). 

The above rationale renders a sweet sensation by 
unchanged sugars used as cigarette tobacco ingredients 
very unlikely. Nevertheless, the use of sugars positively 
adds to the overall sensory perception of tobacco smoke 
(Leffingwell, 1976; Fisher, 1999; Rodgman, 2002; Talhout 
et al., 2006). In the subjective evaluation of cigarette 
smoke taste, trained panels have used the term "sweet" 
as a descriptor (Baker, 2007). However, this is meant as 
a pleasant, mild, non-harsh quality, quite different from 
the taste quality of a sweet receptor sensation. It is unclear 
to what extent sugar-dependent changes in mainstream 
smoke composition might elicit responses at taste recep- 
tors independent of the role of the parent ingredients. 

4.4. Toxicological properties of sugars 

Sucrose and invert sugar are GRAS and can be used in food 
without limitation (US Food and Drug Administration, 
2000a,b). The three sugar compounds exert in vitro, 
acute, and chronic toxicities only at exaggerated expo- 
sures (American Congress of Governmental Industrial 
Hygienists, 1991). A number of chronic diseases has been 
associated with sugar-related malnutrition (e.g. Basciano 
et al., 2005; Michaud et al., 2005). Sugar- rich food, total 
sucrose intake, ratio of sucrose to dietary fiber, and gly- 
cemic index were associated with an increased risk for 
lung cancer in a case-control study (De Stefani et al., 
1998), while in another study, no such relationship was 
seen (Burley, 1998). Potential underlying mechanisms for 
the chronic diseases related to malnutrition- or disease- 
related sugar imbalances include glucotoxicity, which 
depends on the shift of glucose metabolism from the 
glycolytic pathway to minor forms of glucose metabolism, 
including increased oxidative stress (Federici and Lauro, 
2005), and the formation of advanced glycation end prod- 
ucts from reducing sugars, such as fructose (Gaby, 2005). 

All of these effects, even those related to the respira- 
tory tract, are not relevant to the minute sugar uptake 
from smoking. Nevertheless, the uptake of sugars via 
inhalation needs to be specifically assessed, as elevated 
glucose concentrations in the airway epithelial lining fluid 
have been associated with accelerated growth of pulmo- 
nary pathogens and pulmonary inflammation (Baker 
et al., 2006a). Occupational exposure to sucrose is only 
regulated based on its nuisance dust character at 5mg/ 
m^ (US Occupational Safety and Health Administration, 
2010), which would lead to a daily sucrose uptake of 
approximately 50 mg of sucrose, which is above the daily 
dose of sugars reaching the smoker's respiratory tract if 
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estimated under worst case conditions (Table 1). Glucose 
levels in airway secretions are approximately one tenth of 
the blood glucose levels (Baker et al., 2006a), i.e. at about 
lOOmg/1. With an estimated volume of lung epithelial lin- 
ing fluid of 30 ml (Rennard et al., 1986), 0.2 mg of glucose 
stemming from smoking one cigarette would result in a 
local transient increase in concentration of 7mg/l, i.e. an 
increase of 7% above baseline. This increase is within the 
physiological variation expected for epithelial lining fluid 
glucose levels due to diet-induced changes in blood and, 
therefore, would not be expected to increase the risk of local 
pulmonary adverse effects associated with hyperglycemia. 
Fructose levels in the epithelial lining fluid are similar to 
those in the blood, i.e. lOmg/1 (Gaby, 2005), since there is 
no active fructose transport in the lungs. Addition of 7 mg/1 
from smoldng one cigarette, calculated under worst case 
assumptions, is in the same order of magnitude as the 
physiological fructose level in the epithelial lining fluid. 
Blood fructose levels can increase by fivefold or more after 
a higher dietary dose of fructose. Therefore, the estimated 
increase of pulmonary fructose from smoldng is within the 
range of what can be expected by transiently increasing 
the blood fructose levels by dietary uptake. 

Sugars have also been approved for use as excipients 
for pulmonary drug delivery, such as glucose or lactose 
in dry powder inhalers (KohlhaufI et al., 2004; Pilcer and 
Amighi, 2010). Lactose, a disaccharide very similar in 
structure to sucrose, is well recognized as a safe pharma- 
ceutical excipient for use in oral or inhalation formula- 
tions and is also not likely to constitute any significant 
toxicological hazard to man (Baldrick and Bamford, 
1997). The use of sugars as inhalation excipient supports 
the notion that the unchanged sugar that may be inhaled 
with smoking does not contribute any toxicity. 

5. The effect of sugars on mainstream 
smoke composition 

The most straight-forward approach to address the effects 
of sugars used as ingredients on mainstream smoke com- 
position is to investigate the overall composition of main- 
stream smoke generated from research cigarettes with 
or without sugars applied to tobacco. Direct precursor- 
product relationships, which may be potentially relevant 
for smoking, can be qualitatively addressed by pyrolyzing 
the ingredient as a neat compound or in combination with 
other tobacco constituents or tobacco itself One way of 
studying quantitative precursor-product relationships in 
the tobacco matrix is the use of radiolabeled precursors. 
Further information can be obtained by comparing mar- 
ket cigarettes that may or may not include the ingredient 
under investigation {vide infra). 

5.1 . Pyrolysis experiments with sugars 

Direct ingredient-product relationships have been inves- 
tigated in more or less controlled pyrolysis experiments 
of variable design, mostly in the absence of tobacco. 
Pyrolysis is the breakdown of larger compounds to 



smaller ones caused by exposure to heat, sometimes in 
the presence of reactive gases such as oxygen. Pyrolytic 
products of tobacco constituents or ingredients can also 
form compounds that have molecular weights larger 
than the precursor by a process Icnown as pyrosynthesis. 
In addition, when oxygen is present, oxidative reactions 
can occur such as combustion. During smoldng, most 
tobacco is combusted to carbon dioxide and water or 
incompletely combusted to carbon monoxide or less oxi- 
dized smoke constituents (Green and Rodgman, 1996). 

Glucose, fructose, sucrose (Table 2, Figure 2), invert 
sugar, and also cellulose produce essentially the same 



Table 2. Compounds qualitatively identified in a sucrose 
pyrolysis experiment according to Figure 2. 



Peak 

number Compound 



1 Air 

2 Carbon dioxide 

3 Formaldehyde 

4 Water 

5 Acetaldehyde 

6 Furan 

7a Mixture of acrolein and 

7b 2-propanol 

8 Acetone 

9 Pyruvaldehyde 

10 2-methylfuran 

11 2-butanone 

12 3-buten-2-one 

13 Diacetyl 

14 Glycolaldehyde 

15 2,5-dimethylfuran 

16 Formic acid 

17 Acetic acid 

18 l-hydroxy-2-propanone 

19 3-furanone 

20 Furfural 

21 2-furanmethanol 

22 2-acetylfuran 

23 2(3H)-dihydro-4-hydroxy-2-3(H)furanone 

24 2-hydroxycyclopent-2-en-l-one 

25 5-methyl-2-furfural 

26 l,3-dihydroxy-2-propanone 

27a Mixture of 2-hydroxy-3-methyl-2-cyclopenten-l-one and 

27b furanone 

28a Mixture of 2,5-dimethyl-4-hydroxy-3-(2H)furanone and 

28b 2,4-liexanedione 

29 Methylfuroate 

30 5-methyl-l,3-benzenediol 

31 2,3-dihydro-3,5-dihydroxy-4H-pyran-4-one 

32 3,5-dihydroxy-2-methyl-4H-pyran-4-one 

33 l,4:3,6-dianhydro-a-D-glucopyranose 

34 5-(hydroxymethyl)-2-furfural 

35 l,5-anhydro-4-deoxy-D-glycero-hex-l-en-3-ulose 

36 An anhydro-sugar 

37 Levoglucosan 

38 l,6-anhydro-|3-D-glucofuranose 
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Figure 2. Total GC-MS Ion current finger-print chromatogram obtained from the pyrolysis of sucrose in air. For compound identifications, 
see Table 2. The pyrolysis unit was programmed to 1000°C with a three-step temperature program (400, 700, and 1000°C) with a 10-s hold 
time at each temperature. Comparison to data published elsewhere (Baker et al., 2005) suggest that yields of pyrolysis products are in the 
order of 1 \ig per mg sugar pyrolyzed in this type of experiment. 



compounds upon pyrolysis, and any differences observed 
in die pyrolysates of the carbohydrates are quantitative 
rather than qualitative (Sanders et al., 2002; Baker et al., 
2005). This is an expected result given the close chemical 
and structural similarity of these carbohydrates. Different 
patterns of carbonyl compounds were found depending 
on the sugar type investigated (Baker et al., 2005; Talhout 
et al., 2006). The pyrolysis products from the mono- and 
disaccharides are also products of the pyrolysis of tobacco 
itself, since tobacco contains approximately 10% of the 
polysaccharide cellulose (Leffingwell, 1999) and, except 
for uncased cured Burley tobacco, high concentrations 
of sugars as well (Sanders et al., 2002; Baker et al., 2005). 
Major pyrolysis products from glucose, fructose, and 
sucrose are furans, including furfural and 5-hydroxymeth- 
ylfurfural, as well as acetic acid and levoglucosan. Furfural 
yields were higher than those of formaldehyde in pyrolysis 
experiments. Formaldehyde predominately stems from 
the hydroxymethyl moiety of sugars. Pyrolysis of cellulose 
yields a greater percentage of low molecular weight ketones 
and aldehydes, such as acetaldehyde and hydroxyacetal- 
dehyde, relative to glucose, fructose and sucrose (Sanders 
et al., 2002). Pyrolysis yields of acrolein from various sugar 
types are inconsistent, although acrolein does appear to 
be a pyrolysis product from sucrose as well as from mono- 
saccharides (Baker et al., 2005). The presence of other 
materials in such pyrolysis experiments, such as tobacco, 
ammonia compounds, or metal salts was shown to change 
the quantitative composition of the respective pyrolysates 
(Torikai et al., 2005). Carbonyl compounds stemming from 
the pyrolytic degradation of sugars may react with ammo- 
nia compounds (Baker et al., 2006b), and the pyrosynthedc 



formation of aromatic hydrocarbons was also described 
under certain conditions (Britt et al., 2004). 

The extrapolation of the results of pyrolysis model 
experiments to mainstream smoke chemistry is difficult 
because no model can completely replicate the complex 
chemical and physical processes that occur under real- 
life smoldng conditions or even those that occur during 
machine-smoking. During smoking, the chemical trans- 
formations that carbohydrates undergo are influenced by 
many factors, including time-dependent local temperature 
changes, the concentration profile of oxygen and other par- 
ticipating substances at and behind the burning zone, and 
pyrosynthetic reactions involving two or more tobacco or 
smoke constituents. Thus, although pyrolysis experiments 
may provide qualitative information on potential reactions, 
more relevant information regarding the fate of sugar ingre- 
dients in tobacco products and their reaction products dur- 
ing smoking is obtained in cigarette-smoldng experiments, 
i.e. in the right matrix and with standardized smoking and 
quantitative analytical protocols. Other authors concluded 
that the pyrolysis of the neat ingredient by itself is not suf- 
ficient for assessment (Hahn and Schaub, 2010). 

5.2. Pooled quantitative chemical analyses of 
research cigarettes with and without sugars applied as 
tobacco ingredients 

Over the past several years, three publications appeared 
covering a series of chemical- analytical studies on the 
mainstream smoke composition of research cigarettes 
with and without sugars applied as single tobacco ingre- 
dients that reported the yields of a broad series of toxi- 
cologically relevant constituents (Table 3) (Baker, 2006; 
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Table 3. Regression analyses of individual and pooled chemical-analytical data on the relationship of mainstream smoke constituent 
yields (nicotine-based) and sugar addition levels in research cigarettes. 
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Sugars used as ingredients in individual studies: 



1: Sucrose (Coggins et al., 2011). 

2: Invert sugar (Coggins et al., 2011). 

3: Honey (Coggins et al., 2011). 

4: High fructose corn syrup (Coggins et al., 2011). 

5: White and brown sugar, invert sugar (Baker, 2006; test cigarettes D2 to D5, D8, and DIO vs. control cigarette Dl). 

6: Brown sugar, invert sugar, honey, glucose, fructose (Baker, 2006; test cigarettes E2 to E9, Ell, and E13 vs. control cigarette El). 

7: Sucrose, research cigarettes yielding 6 mg ISO tar/cig., machine-smoked under ISO and HCI conditions (Roemer et al., 2010). 

8: Sucrose, as in 7 but with research cigarettes yielding 10 mg ISO tar/cig. (Roemer et al., 2010). 
T, [: Slopes of regression analysis (GraphPad software) statistically significantly different from zero (increase, decrease); - : slopes of 
regression analysis not statistically significantly different from zero; -: not done/not applicable; R': regression coefficient. 

Change at a usual maximum use level of 5% sugar addition relative to control without sugar use. 
*: Two different pools of data from different laboratories, lowest p value given. 

ISO smoking conditions: puff volume, duration, and frequency of 35 ml, 2 s, and 1 min"', respectively (International Organization for 
Standardization, 2000). 

HCI (Health Canada intense) smoking conditions: puff volume, duration, and frequency of 55 ml, 2 s, and 2 min"S respectively, and 
blocked filter ventilation holes (Health Canada, 2000). 
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Roemer et al., 2010; Coggins et al., 2011). Various forms 
of sugars were investigated, including sucrose and invert 
sugar, but also white and brown sugar, glucose, fructose, 
high fructose corn syrup (HFCS), honey, and molasses. 
All of these studies used tobacco blends representative 
of American-blend cigarettes to produce research ciga- 
rettes that were cased with various levels of the respective 
sugar ingredient. In most studies, the highest application 
levels exceeded the maximum application levels of sug- 
ars in commercial cigarettes (for overview, see Talhout 
et al., 2006) in order to improve the ability to detect dif- 
ferences in the smoke composition or the toxicological 
activity of the research cigarettes with and without sugar 
application. The cigarettes were machine-smoked under 
ISO standard conditions (International Organization for 
Standardization, 2000), and, in one study, under Health 
Canada intense (HCI) conditions (Health Canada, 2000) 
in parallel. The TPM yields for the research cigarettes 
included in the current analysis varied between 6 and 
18 mg per cigarette using the ISO smoking regimen, 
and should thus address much of the variability seen 
for marketed cigarettes. ISO nicotine yields varied from 
0.5 to 1.2 mg per cigarette. A set of more than 35 gener- 
ally accepted and toxicologically relevant smoke con- 
stituents was analyzed in these studies, which has been 
developed in similar compositions on the basis of the so- 
called Hoffmann analytes (US Consumer Product Safety 
Commission, 1993; Health Canada, 2000). 

In order to obtain added statistical power by a larger 
sample size, the results of all relevant studies obtained 
under ISO smolcing conditions were pooled for the indi- 
vidual constituents, regardless of the sugar type examined 
in the particular studies. This was possible because of the 
similarity in cigarette construction, smoldng conditions, 
and analyses. Molasses was excluded from this pool 
because it was considered to contain significant concen- 
trations of materials other than sugars. The pooled data 
were analyzed by linear regression as a function of the 
sugar application level, and the resulting slopes were sta- 
tistically tested for difference from a zero slope (Table 3). 
This approach should reduce the number of false positive 
statistical results from the several hundred individual 
statistical tests underlying this pool of data and should be 
more discriminative than the analysis of individual stud- 
ies, if the inter-study variabilities are small. The approach 
of pooling the results obtained using different types of 
sugars was corroborated by the lack of differences seen in 
a direct comparison of the smoke composition generated 
from research cigarettes with corn syrup/invert sugar or, 
alternatively, high fructose corn syrup (Stavanja et al., 
2006). 

On a nicotine basis, there was no effect by the sugar 
application on the yields of the leading quantitative 
smoke parameters for the particulate and gas/vapor 
phases, i.e. tar and carbon monoxide, for a range of 
application levels up to approximately 10% (Table 3). 
Under ISO smoking conditions, the nicotine-based 
yields of most smoke constituents in the pooled analysis. 



such as those of acetaldehyde, 1,3-butadiene, phenol, 
4-(methylnitrosamino)-l-(3-pyridyl)-l-butanone 
(NNK), orbenzo[fl]pyrene, didnotchange in a statistically 
significant manner with increasing sugar application lev- 
els (Table 3). However, the nicotine-based yields of seven 
constituents increased in a statistically significant man- 
ner, i.e. formaldehyde, acrolein, 2-butanone, isoprene, 
benzene, toluene, and benzo[fc]fIuoranthene, while 
those of N-nitrosodimethylamine, N-nitrosonornicotine, 
and 4-aminobiphenyl decreased. These results are in 
broad agreement with the model pyrolysis results, i.e. an 
increased yield in some carbonyl constituents and vice 
versa a decrease in some nitrogen-containing constitu- 
ents, the precursors of which might have been trapped by 
the excess carbonyl compounds. No nitrogen-containing 
constituent increased in yield, which is also attributable 
to the replacement of nitrogen-containing tobacco mate- 
rial with the carbohydrate ingredient. There is no ready 
explanation why one of the three benzo-fluoranthene 
isomers would increase but not the others. For benzo[fl] 
pyrene, used as a surrogate for the group ofpolycyclic 
aromatic hydrocarbons in many analyses, there was also 
no statistically significant change. 

Under the more intense HCI machine-smoldng con- 
ditions, most of the above-discussed differences were 
no longer apparent (Table 3). After pooling the results 
obtained with the two research cigarettes types, slopes 
with statistically significant increases were only seen for 
the nicotine-based yields of formaldehyde, propionalde- 
hyde, and styrene (Table 3). Most of the nicotine-based 
yields obtained under HCI conditions fitted well with 
those obtained under ISO conditions (Figure 3), confirm- 
ing the validity of the current results and the applicabil- 
ity of the current interpretations to the broad spectrum 
of human smoldng conditions. Only the nicotine-based 
formaldehyde yields seemed to be approximately 50% 
higher under HCI than under ISO conditions, but with 
a similar percentage of increase at 5% compared to 0% 
sugar application (Figure 3A). Thus, the sugar applica- 
tion-dependent effects observable under ISO machine- 
smoking conditions tend to be less pronounced under 
more intense smoldng conditions, which is probably 
due to more complete combustion during smoking. This 
is in line with the general observation of less difference 
among test results for various non-clinical tests of smoke 
for samples generated under intense versus ISO condi- 
tions (Roemer and Carchman, 2011). 

5.2.7. Formaldehyde 

The most pronounced change with increasing sugar 
application levels in the pooled data were for formal- 
dehyde (Figure 3A). At a use level of 5%, this correlation 
reveals a maximum increase by 25% over the control with 
no added sugar. About a quarter of the observed varia- 
tion in formaldehyde formation can be ascribed to the 
sugar application [R^, Table 3). Further variation may 
be associated with potential differences in the series of 
research cigarettes used in the individual studies and 
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Figure 3. Yields (nicotine-based) of formaldehyde (A), acetaldehyde (B), acrolein (C), benzene (D), N-nitrosonornicotine (E), and 
4-aminobiphenyl(F)inthe mainstream smoke of research cigarettes ofpooled studies with research cigarettes with varying sugar application 
levels. Linear regression (solid lines) vnth 95% confidence limits was performed on yield data obtained with ISO machine-smoking. For 
formaldehyde, an additional linear regression (dashed line) was derived for yield data obtained under HCI smoking conditions. The HCI 
data for the other constituents fit well to the set of ISO data. M ± SD for individual data points (SDs by non-weighted error propagation). 
The legend in graph C applies to all graphs in Figure 3; for study references, see Table 3. 



with analytical variations both within and between the 
laboratories. Formaldehyde is also formed from tobacco 
matrix components, such as cellulose, and is higher in the 
first puff of mainstream smoke than in subsequent puffs 
(Parrish and Harward, 2000; Baker, 2006). Correlations of 
formaldehyde with other smoke constituents may also 
be influenced by its reactivity with components of the 
tobacco rod and in the smoke (or in the sampling device). 
The overall formaldehyde yield in commercial cigarettes 
is correlated with the respective tar yield at less intense 
but not at HCI machine -smoking conditions (data from 
Gregg et al., 2004; Counts et al., 2005; Hyodo et al., 2007). 

The relationship of tobacco types and sugar and ammo- 
nia content to formaldehyde yields was investigated 
in a puff-wise analysis of single-blended cigarettes, i.e. 
research cigarettes made from only one type of tobacco. 
Burley, Virginia, and Oriental tobaccos yielded 1.0, 3.9, 
and 7.7 |ig of formaldehyde per puff, respectively, with 
corresponding reducing sugar contents in the tobaccos 



of 2.2, 8.3, and 15.9% (Parrish and Harward, 2000). If the 
Virginia tobacco was expanded by carbon dioxide in the 
presence of ammonia, the formaldehyde yield dropped 
to 2.0 (ig/puff, indicating that its yield depended both 
on the availability of sugars providing the carbonyl func- 
tions and of nitrogen- containing components in tobacco 
or smoke scavenging these carbonyls. In an analytical 
study on the mainstream smoke of research cigarettes 
with various combinations of tobacco ingredients, form- 
aldehyde was found to increase by 77% (nicotine-based) 
in the group containing corn syrup (at 6.3%) among 
other ingredients, but it only slightly increased in the 
group containing invert sugar and sucrose (at a total of 
13%) in another combination (Rustemeier et al., 2002), 
again indicative of interactions between cigarette or 
smoke components leading to non-proportional sugar- 
formaldehyde relationships. Significantly increased 
yields of formaldehyde (up to 88%, nicotine-based) were 
also observed with another series of ingredient mixtures 



® 2012 Informa Healthcare USA, Inc. 



256 E. Roemeretal. 



with sugar application levels of up to 10.5% (Baker et al., 
2004b). 

5.2.2. Acetaldehyde 

In the current pooled analysis, there was no statistically 
significant effect on acetaldehyde yields with increas- 
ing sugar application levels (Figure 3B), although such 
increase was determined in three of the eight individual 
studies (Table 3). There was also no sugar- related effect if 
research cigarettes were smoked under HCI conditions. 

This overall lack of effect is consistent with the results 
of a previous review which concluded that the sug- 
ars used as ingredients would not lead to an increase 
in the yield of acetaldehyde in commercial cigarettes 
(Seeman et al., 2002). This conclusion was questioned in 
a more recent review (Talhout et al., 2006) on the basis 
of two particular studies, in which sugars were added to 
experimental cigarettes at levels of up to 20%, resulting 
in increases in aldehyde yields per cigarette (Zilkey et al., 
1982; Shelar et al., 1992). However, these cigarettes were 
so heavily loaded with sugars that the burning character- 
istics changed leading to an increase in tar yield as well. 
If based on tar yield, the relative yield of acetaldehyde 
did not change in one study (Zilkey et al., 1982; without 
using those cigarettes containing a tobacco substitute or 
with charcoal filtration) or only changed in one of two 
sets of experimental cigarettes (Shelar et al., 1992) as a 
function of the sugar application level. Furthermore, it 
remains questionable if results obtained at 16-20% sugar 
application levels can indeed be meaningfully back-ex- 
trapolated and would thus be relevant for the maximum 
5% levels used in most commercial cigarettes. The lack of 
a relevant acetaldehyde effect in the above two studies 
with normalization to tar yields is in line with the results 
of benchmark studies evaluating the smoke composition 
of major brands of cigarettes in a given market, showing 
that the acetaldehyde yield was found to be tightly cor- 
related with the tar yield (data from Gregg et al., 2004; 
Counts et al., 2005; Hyodo et al., 2007), while no correla- 
tion with sugar content was found for the acetaldehyde 
yield, neither absolute per cigarette nor relative to tar 
yield (Phillpotts et al., 1975; Seeman et al., 2003). In a 
study using ingredient combinations including sugars, 
acetaldehyde yields relative to tar slightly decreased in 
the groups using sugars as ingredients, while the same 
data relative to nicotine were found to slightly increase 
(by up to 11%, not dependent on sugar application level) 
(Rustemeier et al., 2002) . A trend to slightly higher acetal- 
dehyde yields (by up to 23%, nicotine-based, not depen- 
dent on sugar application level) was also observed in 
another ingredient mixture study with sugar application 
levels up to 10.5% (Baker et al., 2004b). Thus, although 
few individual studies may have found sugar-related 
increases in acetaldehyde yield, this is not apparent 
in most others, in particular in those using cigarettes 
with designs that are closer to commercial cigarettes. In 
addition, acetaldehyde yields need to be normalized to 
those of tar or nicotine to correct for potential changes 



in burning characteristics in case of high experimental 
sugar applications. 

In an experimental study using radiolabeled glucose 
and sucrose added to research cigarettes, up to 0.06% of 
the label was found in acetaldehyde (Gager et al., 1971b), 
which at a sugar application level of 5% (40 mg per ciga- 
rette) would translate to an ingredient-related contribu- 
tion to the overall acetaldehyde yield of approximately 
5%, assuming an average overall yield of acetaldehyde of 
approximately 500 |ig per cigarette. 

Taken together, sugars used as ingredients do not pro- 
duce greater yields of acetaldehyde in mainstream smoke 
than are produced from tobacco itself, which they replace 
as an ingredient on a weight-for-weight basis (Seeman 
et al., 2002). This conclusion is important considering the 
suggestions that sugars could be added with the intention 
to increase the yield of acetaldehyde so as to increase the 
addictive potency of cigarette smoke by interacting with 
nicotine or by the formation of derivatives with biogenic 
amines (Belluzzi et al., 2005; Talhout et al., 2006; Rabinoff 
et al., 2007; Talhout et al., 2007; European Commission 
Health and Consumer Protection Directorate-General 
Scientific Committee on Emerging and Newly Identified 
Health Risks, 2010). 

5.2.3. Acrolein and 2-Butanone 

The nicotine-based yield of acrolein increased slightly 
with increasing sugar application levels, resulting in an 
additional yield of 10% at a 5% sugar application level 
compared to the control with no added sugar (Table 3, 
Figure 3C). Statistically significant increases were found 
in three of the eight individual studies under ISO condi- 
tions and also in one case under HCI conditions. As was 
argued in the report of one of these studies, there is an 
appreciable long-term analytical variability of similar 
magnitude as the sugar-related effect (Baker, 2006). If 
sugars were used in a mixture of ingredients, there was 
a slight increase in nicotine-based acrolein yields (up 
to 18%, not dependent on sugar application level) but a 
decrease if related to tar yield (Rustemeier et al., 2002). 
A trend to increased acrolein yields (up to 24%, nicotine- 
based, independent of the sugar application level) was 
also observed in another ingredient mixture study with 
sugar application levels of up to 10.5% (Baker et al., 
2004b). 

The nicotine-based yield of another C4-carbonyl con- 
stituent, i.e. 2-butanone or methyl ethyl ketone, increased 
slightly but statistically significantly with increasing sugar 
application levels, resulting in an additional yield of 9% 
at a 5% sugar application level compared to the control 
with no added sugar when smoked under ISO conditions 
(Table 3). This effect was not seen under HCI conditions. 
A numerical increase in 2-butanone yields of the same 
magnitude (nicotine-based, independent of the sugar 
application level) was also seen in the smoke generated 
from research cigarettes with ingredient mixtures con- 
taining sugars at application levels of up to 10.5% (Baker 
etal., 2004b). 
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In a study using uniformly '"C-labeled glucose and 
sucrose as ingredients, less than 0.01% of the label was 
recovered as acrolein, and 0.02-0.03% of the radiolabel 
was found as 2-butanone (Gager et al., 1971b). The most 
important parameter for the yield of both constituents is 
the overall smoke yield of a cigarette, as demonstrated by 
the tight correlation of acrolein yields with those of tar or 
carbon monoxide in various series of commercial ciga- 
rettes (data from Gregg et al., 2004; Counts et al., 2005; 
Hyodo et al., 2007). 

5.2.4. Volatile Hydrocarbons 

There was a rather consistent increase in the nicotine- 
based yields of benzene (Figure 3D) and toluene with 
increasing sugar application levels among the ISO smok- 
ing studies entering the pooled analysis, although the 
overall increases in yield at the 5% sugar application lev- 
els were relatively low (9%, Table 3). If tested under HCI 
conditions, there was no sugar-related effect observed for 
either of these two constituents but there was for styrene, 
a constituent with similar chemical structure. 

Increases innicotine-basedyields of benzene and tolu- 
ene of up to 13 and 25%, respectively, were also observed 
in one study on research cigarettes with added tobacco 
ingredient mixtures containing sugars (Rustemeier et al., 
2002), but not in another (Baker et al., 2004b). The obser- 
vations in the first ingredient mixture study may simply 
be due to the replacement of nicotine-containing tobacco 
with the ingredient mixture, thus lowering the normal- 
ization basis for the specific constituent yields, because 
these effects were absent if yields were related to tar. Such 
effects may of course also be related to other components 
of the ingredient mixtures than sugars. Again, the yield of 
these two smoke constituents correlated well with tar or 
carbon monoxide yields in the smoke of commercial cig- 
arettes (data from Gregg et al., 2004; Counts et al., 2005; 
Hyodo et al., 2007). Although it may be conceivable that 
benzene could be formed from the C6 structure of mono- 
saccharides, less than 0.01% of radiolabeled glucose or 
sucrose was found to be converted to benzene when 
added to experimental cigarettes (Gager et al., 1971b). 

A 12% increase of the nicotine-based yield of isoprene 
was observed in the pooled analysis of the data gener- 
ated under ISO conditions. This was not observed under 
HCI conditions. 

5.2.5. N-Nitrosamines 

The increased yield seen for some carbonyl constitu- 
ents may be related to the decreased yields for some 
nitrogen-containing mainstream smoke constituents, 
because some carbonyl compounds may trap nitro- 
gen-containing precursors of these constituents. The 
nicotine-based yields of N-nitrosodimethylamine and 
N-nitrosonornicotine were found to decrease with 
increasing sugar application levels, and approximately 
70% of the variability seen for the two constituents can 
be explained by the sugar application (Table 3). At the 5% 
application level, this would result in decreased yields 



of 12% compared to a control without added sugars. No 
effect was found for N-nitrosonornicotine, if smoke was 
generated under HCI conditions. Interestingly, there is no 
trend for the NNK yields (nicotine-based), which might 
be explainable by the higher proportion of NNK pre- 
formed in the tobacco versus its formation during smok- 
ing in comparison to N-nitrosonornicotine (Moldoveanu 
and Borger Ding, 2008). There were clearly two distinct 
classes of yields for the tobacco-specific N-nitros amines 
(Figure 3E). This may be related to diverging analytical 
methodologies but may also reflect different generations 
of research cigarettes with lowered preformed contents 
of tobacco-specific N-nitrosamines in the tobacco of 
more recent productions (Boyette and Hamm, 2001). 

Decreases for the nicotine-based yields of both 
N-nitrosonornicotine and NNK were found in the smoke 
of the research cigarettes with sugar- containing mixtures 
(Rustemeier et al., 2002). In another ingredient mixture 
study, N-nitrosonornicotine yields were more decreased 
than NNK yields (Baker et al., 2004b). For commercial 
cigarettes, there is a categorical difference between 
American-blend and Virginia-type cigarettes due to the 
higher nicotine content in Burley tobacco, and the yields 
of the tobacco-specific N-nitrosamines in general corre- 
late less with those of other constituents (data from Gregg 
et al., 2004; Counts et al., 2005; Hyodo et al., 2007). 

5.2.6. 4-Aminobiphenyl 

The nicotine-based yields of several aromatic amines 
decreased with increasing sugar application levels, an 
effect which was statistically significant for 4-aminobi- 
phenyl (Table 3, Figure 3F). At a 5% sugar application 
level, this would result in a 21% decrease of the 4-amino- 
biphenyl yield. This is in line with the above-mentioned 
scavenging of nitrogen- containing intermediates by car- 
bonyls, which are formed in slightly increased amounts 
during the pyrolysis of the sugars. The effect was not 
seen if tested under HCI smoking conditions. A trend 
to decreased yields of 4-aminobiphenyl (up to 19%, 
nicotine-based) was also observed for the smoke from 
research cigarettes with ingredient mixtures contain- 
ing sugars (Baker et al., 2004b). The absolute yields of 
4-aminobiphenyl and the other aromatic amines are 
relatively low (low ng range per mg nicotine) compared 
to those of the above-mentioned constituents, such as 
the aldehydes (high (ig range per mg nicotine). As for 
other nitrogen- containing smoke constituents, there 
are categorical differences between American-blend 
and Virginia-type cigarettes due to the higher nicotine 
content in Burley tobacco (data from Gregg et al., 2004; 
Counts et al., 2005; Hyodo et al., 2007). 

5.3. Additional constituents of mainstream smoke 

Additional studies were performed to characterize the 
effect of using sugars as tobacco ingredients, which 
analyzed less comprehensive lists of smoke constitu- 
ents compared to the above experiments. Pyrolysis 
experiments had suggested the formation of furfural 
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from sugars. An almost threefold increase in furfural 
yield (nicotine-based) was indeed found in chemical- 
analytical studies on the smoke from Burley cigarettes 
with fructose and/or glucose at application levels up to 
18% (Thornton and Massey, 1975). Since Burley is practi- 
cally devoid of sugars, this study also showed that other 
tobacco components also give rise to the formation of 
furfural. Cigarettes made of Virginia tobacco with high 
natural sugar content (17%) also had about threefold 
higher furfural yields than the Burley cigarettes, which 
further increased by glucose application. This study also 
confirmed the general increase in carbonyl constituents 
by the presence of sugars in the tobacco blend. 

With radioactive labeling, further products of glu- 
cose and sucrose used as cigarette ingredients were 
identified in mainstream smoke (Gager et al., 1971a,b). 
These include furan, allcylated derivatives of furan, and 
acetonitrile. None of these constituents was found at 
recoveries of more than 0.07% of the added tracer. Some 
constituents found in this tracer study were also included 
in the above pooled analysis of mainstream smoke 
constituents, but did not show a statistically significant 
increase with increasing sugar application levels in the 
pooled analysis. These constituents include acetone and 
crotonaldehyde. Acetone had the highest radiochemical 
yield of 0.1% of the added tracer identified, which at a 
sugar application level of 5% (40 mg per cigarette) would 
translate to a sugar-related contribution to the overall 
acetone yield of approximately 10-15%, assuming an 
average overall yield of acetone of approximately 300 ^g 
per cigarette. Two of four individual studies of the pooled 
analysis indeed showed a statistically significant increase 
in nicotine-based acetone yields. No effect was seen in 
the pooled analysis for crotonaldehyde. 

5.4. Summary, mainstream smoke chemistry 

The mainstream smoke of research cigarettes manu- 
factured without added sugar or with several levels of 
sugars applied as tobacco ingredients was quantitatively 
analyzed for constituents that have been considered to 
be of major toxicological relevance. The results of sev- 
eral studies of similar designs were pooled to increase 
the power of the statistical analyses in this review. In 
general, under ISO smoking conditions, a trend towards 
increasing nicotine-based yields of carbonyl constitu- 
ents was observed, although with distinct differences 
among the particular carbonyl constituents. The most 
important increases were observed for formaldehyde 
and acrolein. A notable exception was acetaldehyde, 
which did not change with increasing sugar application 
levels. Furthermore, a decrease in the nicotine-based 
yields of several nitrogen-containing constituents was 
observed. The trends observed in this pooled analysis are 
in line with the findings of pyrolysis experiments. Similar 
trends were also observed if sugars were major parts 
of ingredient mixtures applied to research cigarettes. 
Sugar application-dependent effects were found to be 
less pronounced if smoke was generated under more 



intense smoldng conditions. It should be considered that 
although the pooled analysis covers a list of 36 smoke 
constituents, which are considered representative of the 
major chemical classes of smoke constituents, it is only 
a small percentage of the number of approximately 5000 
constituents currently known (Rodgman and Perfetti, 
2009). 

It is of note that all results in this section were based 
on the respective nicotine yield of the research cigarettes, 
which had to decrease with increasing sugar application 
levels. Thus, the nicotine-based yield data obtained in 
the individual or pooled analyses need to be interpreted 
in view of a trend to decreasing nicotine yields, which 
automatically could be considered an exaggeration of 
positive trends or an attenuation of negative trends with 
increasing sugar application levels compared to a more 
conventional way of reporting smoke constituent data on 
the basis of the number of cigarettes smoked or TPM or 
tar levels. 

5.5. Toxicological interpretation of changes in 
mainstream composition 

The pooled analysis revealed complex changes in smoke 
composition with, e.g. known human carcinogens 
increasing and decreasing in yield, which is difficult to 
interpret, in particular in view of the unclear etiology of 
smoking-related chronic diseases. Moreover, Icnown haz- 
ards and risks of these compounds do in general not refer 
to them as constituents of a complex mixture but rather 
as neat compounds. Of the constituents identified as 
increasing with increasing sugar application levels, form- 
aldehyde and benzene are classified as known human 
carcinogens, with predominant risks for nasopharyngeal 
cancer and hematopoietic malignancies, respectively 
(International Agency for Research on Cancer, 1982; 
International Agency for Research on Cancer, 2006). 
N-nitrosonornicotine and 4-aminobiphenyl, the yields 
of which were found to decrease with increasing sugar 
application levels, are also classified as human carcino- 
gens (International Agency for Research on Cancer, 2007; 
Baan et al., 2008). N-Nitrosonornicotine can produce 
respiratory tract tumors in laboratory animals and has 
been classified as human carcinogen based on mechanis- 
tic considerations, whereas 4-aminobiphenyl increases 
the risk for bladder cancer. 

A role of these smoke constituents in develop- 
ing smoking-related cancer has been suggested but 
is unclear in terms of quantitative contributions and 
modes of action. For example, apart from the causal role 
for nasopharyngeal cancer, the International Agency for 
Research on Cancer argued that the overall balance of 
epidemiological evidence would not support a causal 
role of exposure to formaldehyde vapor for developing 
cancer of the oral cavity, oro-and hypopharynx, larynx, 
and lung (International Agency for Research on Cancer, 
2006). Smoking has been associated with pharynx cancer 
(US Department of Health and Human Services, 2004), 
and thus, formaldehyde exposure from smoking may 
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well contribute to this disease. Moreover, smokers are 
not exposed to just formaldehyde vapor but the whole 
complex matrix of smoke constituents, with a part of 
the smoke-borne formaldehyde residing in the particu- 
late matter of smoke (Baker and Chang, 1999). This may 
change its potency and target organ specificity relative to 
pure formaldehyde inhalation. Using cancer extrapola- 
tion models from rats to humans (ConoUy et al., 2004), 
it can be calculated that the daily average formaldehyde 
concentration a smoker would be exposed to would be 
around a "de minimis risk" of 10"" for lifetime exposure 
depending on the model used, and this would also hold 
true for any additional formaldehyde exposure from 
using sugars as ingredients (Roemer et al., 2010). This 
estimate is much below the epidemiologically observed 
risk for respiratory tract cancer by smoking. However, 
this estimate is based on a model with large uncertain- 
ties (Crump et al., 2008), using one of several ways of 
assessing the exposure from smoking, and it may or may 
not mirror the actual role of formaldehyde in smoking- 
related carcinogenesis. 

The proportion of smolcing-induced total leukemia 
and acute myeloid leukemia attributable to the benzene 
taken up from cigarette smoke was assessed by combin- 
ing epidemiologic data on the health effects of smoking 
with risk assessment techniques for low-dose extrapo- 
lation (Korte et al., 2000). The authors concluded that 
based on their modeling assumptions benzene would be 
estimated to be responsible for approximately 10-50% of 
smoking-induced total leukemia mortality. If this would 
indeed be the case, a further 9% increase at the maximum 
use level of sugars as ingredients could be meaningful. 

Acrolein is the strongest irritant (Dorman et al., 2008) 
in the group of constituents with increased yields with 
increasing sugar application level. It has been suggested 
to play a role in smoking-related pathogeneses (Hecht, 
2006; Rahman and Adcock, 2006) but, as for all other 
constituents, no quantitative attribution to the etiology 
of smoldng-related diseases has been established. Thus, 
it is not obvious how to interpret these relative changes 
with increasing sugar application level in terms of the 
overall risks for cancer and non-malignant diseases for 
smokers. 

Acrolein, benzene, formaldehyde, and 
N-nitrosonornicotine are also in the list of nine that was 
recommended for regulatory control of cigarette emis- 
sions (Burns et al., 2008; World Health Organization 
Study Group on Tobacco Product Regulation, 2008). 
4-Aminobiphenyl is in the secondary list considered high 
priority for disclosure and monitoring. 

The other smoke constituents found to increase 
with increasing sugar application level in the pooled 
analysis were 2-butanone, isoprene, toluene, and 
benzo[fc]fluoranthene, while N-nitrosodimethylamine 
decreased. The latter is currently classified as prob- 
ably carcinogenic to humans (International Agency for 
Research on Cancer, 1987), while isoprene, benzo[fc] 
fluoranthene (and styrene, which was increased in the 



combined analysis of the HCI data) are classified as 
possibly carcinogenic to humans (International Agency 
for Research on Cancer, 1999; International Agency for 
Research on Cancer, 2002; International Agency for 
Research on Cancer, 2010). Toluene is not classifiable 
as to its carcinogenicity to humans, and 2-butanone is 
not listed at all. For non-cancer effects, toluene has been 
regulated based on neurological effects seen in humans 
(US Environmental Protection Agency, 2005), while 
2-butanone has been regulated based on developmental 
toxicity (US Environmental Protection Agency, 2003). It 
is unclear whether any of the above lexicological proper- 
ties of these constituents are indeed relevant for human 
smoldng-related diseases. 

Within the scope of the current assessment, the find- 
ings obtained in the chemical- analytical investigations 
of mainstream smoke were in the following section put 
into the broader perspective of biological toxicological 
tests utilizing the whole smoke or major fractions thereof, 
instead of concentrating on individual smoke constitu- 
ents. In further sections, information was considered on 
smoke composition, exposures, and disease risks in major 
markets with predominant use of either American-blend 
or Virginia-type commercial cigarettes, which differ in 
their use of sugars as tobacco ingredients. 

6. Effects of using sugars as ingredients in 
toxicological assays 

The mainstream smoke of research cigarettes with- 
out or with various levels of sugars was investigated in 
in vitro cytotoxicity and genotoxicity assays, in vivo inha- 
lation toxicity studies with primary emphasis on irritative 
changes in the respiratory tract, and in dermal tumorige- 
nicity studies. The results of studies with similar design 
were pooled in analogy to the evaluation of the chemical 
composition. 

6.1 . In vitro cytotoxicity 

Cytotoxicity has been identified as a major toxicologi- 
cal activity of mainstream smoke and has been used for 
benchmarking comparisons (Roemer et al., 2004; Counts 
et al., 2006), the assessment of filter variations (Gaworski 
et al., 2009), and cigarette design changes (Tewes et al., 
2003). In recent years, the Neutral Red Uptake assay 
(adapted from INVITTOX, 1990) has mostly been used 
to assess cytotoxic potential, and it is required for regu- 
latory reporting purposes in Canada (Health Canada, 
2000). Quite often, both the particulate and the gas/vapor 
phases have been tested separately. In order to improve 
the power of the current analysis, studies with applica- 
tions of sugars as the sole ingredients (Roemer et al., 2010; 
Coggins et al., 2011) were evaluated by linear regression 
analysis. There was a statistically significant decrease in 
cytotoxicity activity for the particulate phase with increas- 
ing sugar application levels (Figure 4A, TPM-based com- 
parison). This effect would not have been detected by 
evaluating these studies individually, except for study 3 
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Figure 4. Cytotoxicity {EC^, TPM-based) of the mainstream smoke 
particulate and gas/vapor piiases of research cigarettes with 
varying sugar application levels relative to the respective control. 
Linear regression with 95% confidence limits was performed. The 
legend in graph A also applies to graph B; for study references, 
see Table 3. 



using honey as an ingredient (Coggins et al., 2011). There 
was no change in cytotoxic activity for the gas/vapor 
phase (Figure 4B). The results of the current analysis are 
consistent with those studies, in which sugars were used 
as a major part of ingredient combinations at individual 
application levels up to 10.5% (Roemer et al., 2002; Baker 
et al., 2004a). In an additional study on the particulate 
fraction and the whole smoke of research cigarettes with 
HFCS at application levels of 3-5% (no control without 
sugar application), no difference in cytotoxicity was 
observed (Stavanja et al., 2006). No increase in in vitro 
cytotoxicity (EDg^ per puff) or ciliatoxicity (effect after 4th 
puff) was seen in an early study on non-filter American- 
blend or single-blend Burley research cigarettes with 
and without 5.3% invert sugar (US Department of Health 
Education and Welfare, 1977). 



6.2. In vitro genotoxicity 

The mutagenicity of the particulate fraction of main- 
stream smoke has mostly been tested in the plate incor- 
poration version of the Salmonella typhimurium reverse 
mutation assay, e.g. for the benchmarking comparison of 
commercial cigarettes (Roemer et al., 2004; Rickert et al., 
2007b) or for the assessment of changes in cigarette filter 
design (Gaworsld et al., 2009). This assay is required for 
regulatory reporting in Canada (Health Canada, 2000). 
For this type of investigations, the respective OECD 
guideline (Organization for Economic Co-operation and 
Development, 1997a) was adapted to the comparative 
testing of various types of smoke-derived test materials. 
The most sensitive tester strains are TA98 and TAl 00 in the 
presence of a metabolic activation system (S9). In pooling 
data sets on sucrose, invert sugar, honey, and HFCS from 
various studies and laboratories (Roemer et al., 2010; 
Coggins et al., 201 1), mutagenicity data for these two test- 
ing conditions did not show any increase in activity with 
increasing single sugar application levels (TPM-based 
comparison. Figure 5A and B). No sugar application- 
dependent effect on mutagenicity was reported in any 
of the individual studies, including the results obtained 
with other tester strains and in the absence of metabolic 
activation (e.g. TA1537 with and TAIOO without meta- 
bolic activation: Figure 5C and D). Various other studies 
used sugars in ingredient combinations at individual 
sugar levels up to 10.5%; no sugar- related effect on smoke 
mutagenicity was reported for any of these test cigarettes 
(Rodgman, 2002; Roemer et al., 2002; Baker et al., 2004a; 
Renne et al., 2006). In an additional study using conden- 
sate and whole smoke of research cigarettes with HFCS at 
application levels of 3-5% or with 3% HFCS replacing 3% 
corn syrup/invert sugar casings (no control without sugar 
application), no difference in bacterial mutagenicity was 
observed (Stavanja et al., 2006). Also, no difference was 
detected for these variations in sugar application in a sis- 
ter chromatid exchange assay in Chinese hamster ovary 
cells. Similarly, comparing the use of 5% invert sugar 
versus that of 5% honey did not reveal any differences in 
response in genotoxicity assays (Stavanja et al., 2003). In 
an earlier study, in which cigarettes were soaked in solu- 
tions containing various types of sugars, also no increase 
in bacterial mutagenicity was observed for TAIOO and 
rather a decrease for TA98 (Sato et al., 1979). 

6.3. Subchronic inhalation toxicity 

Subchronic inhalation toxicity studies in rats have 
become the most commonly used in vivo study type 
for the investigation of potential effects of changes in 
cigarette design on mainstream smoke toxicity (Terpstra 
et al., 2003), tobacco processing (Theophilus et al., 2003), 
or cigarette benchmarking comparisons (Patskan et al., 
2008). Several studies were reported in which the effects 
of using sugars as tobacco ingredients on the toxicity of 
mainstream smoke were investigated. These studies were 
in general conducted in accordance with the respec- 
tive guidance from OECD (Organization for Economic 
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Figure 5. Bacterial mutagenicity (TPM-based) of the mainstream smoke particulate phase of research cigarettes with varying sugar 
application levels relative to the respective control. Selected conditions are tester strains TA98 and TAIOO with metabolic activation (+S9) 
(A, B) and TA1537 and TAIOO without metabolic activation (-S9) (C, D). Linear regression with 95% confidence limits was performed. The 
legend in graph A also applies to graphs B to D; for study references, see Table 3. 



Table 4. Histopathological findings (mean severity scores) with significant differences between rats exposed to the smoke of research 
cigarettes with and without sugars applied as tobacco ingredients at the end of at least one subchronic rat inhalation study on 
mainstream smoke from research cigarettes with various application levels of sugars: sucrose and invert sugar (Coggins et al., 2011). 



Finding 


Gender 


Control 




Sucrose 




Invert sugar 




0% 


3.6% 


7.2% 


10% 


2.5% 


5% 


10% 


Nose level 1, 


M 


2.3 


2.0 


1.9 


2.6 


2.3 


2.8 


2.8 


goblet cell hyperplasia 


F 


1.0 


0.8 


0.5 


1.3 


1.1 


1.6 


0.7 


Nose level 2, 


M 


0.7 


0.8 


1.0 


1.7 


1.3 


1.1 


1.6 


respiratory epithelium hyperplasia 


F 


1.2 


0.8 


0.7 


1.2 


0.9 


0.9 


0.9 


Nose level 2, 


M 


0.0 


0.1 


0.0 


0.5 


0.0 


0.0 


0.0 


olfactory epithelitim atrophy 


F 


0.7 


0.8 


0.4 


1.6 


0.3 


0.6 


1.0 


Nose level 3, 


M 


0.0 


0.0 


0.0 


0.0 


0.0 


0.0 


0.0 


olfactory epithelium atrophy 


F 


0.2 


0.6 


0.3 


0.9 


0.0 


0.3 


0.7 


Larynx, arytenoid projections 


M 


2.3 


1.8 


1.9 


2.2 


2.1 


2.1 


2.2 


squamous metaplasia 


F 


3.0 


2.1 


1.4 


2.2 


1.8 


2.5 


2.6 



Severity scores on a scale of 0 to 4. 

Additional groups not shown here: Air-exposed sham group as negative control, groups exposed to mainstream smoke of 1R4F standard 
reference cigarettes as quality control. 

Bold print: significant effect compared to control (AN OVA followed by Dunnett's test, or if there was an increase of >1.0 in the severity 
score). 



Co-operation and Development, 2009) with adaptation 
to the comparative investigation of smoke generated 
from different research cigarettes. During the 90-day 
inhalation period, clinical observations were conducted, 
body weight and food consumption were measured, and 
pulmonary function tests were performed. At scheduled 
necropsies, blood was collected for clinical pathology 
measurements, major organs were weighed, and tis- 
sues were collected for histopathological evaluation. The 
major emphasis in these studies was on potential effects 
in the respiratory tract. Some studies included a 42-day 
post-inhalation period to investigate the sustained devel- 
opment or recovery of effects. 

The effects of sucrose and invert sugar, each at vari- 
ous application levels, were investigated in a large study, 
which shared the same control without sugar application 
(Table 4) (Coggins et al., 2011). At nominal TPM concen- 
trations of 150mg/m^, an increase in the formaldehyde 



concentration in the test atmospheres was observed 
that was dependent on the sugar application level. No 
such increase was found for acetaldehyde and acrolein. 
Analysis of exposure markers, such as blood cotinine or 
carboxyhemoglobin levels, as well as respiratory param- 
eters, documented similar inhalation for the groups 
exposed to the smoke generated from the research ciga- 
rettes with the various levels of sugar applications. The 
usual smoke inhalation-related biological effects, such 
as a decreased gain in body weight and irritative changes 
in the respiratory tract epithelia, were observed. There 
was only one significant difference in histopathological 
findings between the groups exposed to the smoke gen- 
erated from the research cigarettes with the highest sugar 
application level (10%) and that of the control without 
added sugars (Table 4): Increased incidence and severity 
score for respiratory epithelial hyperplasia at nasal level 
2 was observed in male but not in female rats at the high 
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Table 5. Histopathological findings (mean severity scores) with significant differences between rats exposed to the smoke of research 
cigarettes with and without sugars applied as tobacco ingredients at the end of at least one subchronic rat inhalation study on 
mainstream smoke from research cigarettes with various application levels of sugars: high fructose corn syrup (HFCS), single (Coggins 
et al., 2011) and in combinations with sucrose and invert sugar. 



Finding 


Gender 


Control 
0% 


3.3% 


HFCS 
6.6% 


10% 


HFCS + 
Sucrose 
3.3 + 
3.3% 


HFCS + 
Invert Sugar 
3.3 + 
3.3% 


Sucrose + 
Invert Sugar 
3.3 + 
3.3% 


HFCS +Sucro + 
Invert Sugar 
3.3+ 
3.3+ 
3.3% 


Nose level 1, 


M 


2.2 


1.2 


1.9 


2.2 


1.6 


1.4 


1.8 


1.6 


goblet cell hyperplasia 


F 


1.4 


0.9 


0.8 


1.5 


0.7 


0.8 


1.0 


0.2 


Nose level 2, 


M 


2.1 


1.7 


2.4 


2.2 


1.6 


1.8 


2.0 


1.8 


respiratory epithelium hyperplasia 


F 


1.8 


1.2 


1.2 


2.0 


1.6 


1.0 


1.4 


1.0 


Nose level 2, 


M 


0.4 


0.2 


0.6 


0.1 


0.8 


0.2 


0.4 


0.5 


olfactory epithelium atrophy 


F 


1.0 


0.3 


1.6 


1.2 


1.7 


0.4 


0.9 


1.1 


Nose level 3, 


M 


0.0 


0.0 


0.0 


0.0 


0.5 


0.2 


0.5 


0.0 


olfactory epithelium atrophy 


F 


0.5 


0.0 


1.0 


0.4 


0.9 


0.0 


0.9 


0.4 


Larynx, arytenoid projections 


M 


3.8 


3.5 


3.8 


3.7 


3.7 


3.9 


3.7 


3.7 


squamous hyperplasia - metaplasia 


F 


3.7 


3.9 


3.6 


3.6 


3.7 


3.7 


3.8 


3.9 


Trachea, 


M 


2.6 


2.1 


2.8 


1.9 


3.2 


2.7 


3.3 


3.3 


goblet cell number/hyperplasla 


F 


2.3 


2.6 


3.1 


2.6 


3.7 


3.7 


3.4 


1.7 


Left lung. 


M 


3.2 


2.5 


3.3 


2.6 


3.4 


3.2 


3.3 


3.5 


goblet cell number/hyperplasia 


F 


3.5 


3.0 


3.2 


3.6 


3.9 


3.6 


4.0 


2.4 


Right lung, 


M 


2.2 


2.0 


1.8 


1.6 


2.7 


2.0 


2.3 


2.3 


goblet cell number/hyperplasla 


F 


2.7 


3.0 


2.3 


3.1 


3.4 


2.6 


3.3 


1.9 



Conditions as in Table 4, except of 2R4F as quality control. 



sucrose application level. Significant differences were 
not observed for the low and medium sugar application 
levels (up to 7.2%). After a 42-day post- inhalation period, 
this effect had recovered. A few other findings were higher 
in rats previously exposed to smolce from cigarettes con- 
taining the highest sugar level than in those rats exposed 
to smoke from control cigarettes in one but not the other 
gender. 

The same laboratory conducted another large sub- 
chronic inhalation study with the same study design, in 
which research cigarettes with various application levels 
of HFCS alone (Coggins et al., 2011) or in combination 
with invert sugar and sucrose were investigated (Table 5). 
The concentrations offormaldehyde but not those of acet- 
aldehyde or acrolein in the test atmospheres increased 
with increasing sugar application levels. The only signifi- 
cant effects in this study were significantly higher goblet 
cell hyperplasia scores in the tracheas of female rats in 
groups exposed to the smoke of the test cigarettes with 
dual combinations of sugars at a total 6.6% application 
level. This effect was not seen with 6.6 or even 10% of 
HFCS alone or with the triple sugar combination at 9.9%, 
nor was it seen in the male rats. Few incidental effects 
were seen after the end of the post- inhalation period. 

A third subchronic inhalation study was conducted 
by the same laboratory and with the same study design 
using honey as the ingredient to be tested (Coggins 
et al., 2011). Again, formaldehyde concentrations in the 
test atmospheres were found to increase with increas- 
ing honey application levels in the test cigarettes, while 
there was no effect on the other aldehydes determined. 
The histopathological endpoints that showed significant 



sugar application-dependent differences in the above 
studies that tested sucrose, invert sugar, and HFCS were 
not different in this study (Table 6). However, a significant 
increase was seen for bronchial goblet cell hyperplasia 
in both males and females at the highest honey appli- 
cation level compared to control. No other significant 
differences were observed in the groups exposed to the 
smoke of the research cigarettes with honey, except of 
an increase in severity of olfactory epithelium atrophy at 
nose levels 2 and 3 of the male rats in the group exposed 
to the smoke of the research cigarettes with 6.6% honey. 
Such significant difference was not seen in female rats. 
There were no differences apparent after a 6-week post- 
inhalation period. No effect was seen at the 4.8% honey 
level, which is close to the maximum use level of sugar 
applications in most commercial cigarettes. Thus, in the 
current inhalation study, significant changes in groups 
exposed to smoke from research cigarettes with applied 
sugars vs. control groups were seen in endpoints again 
differing in comparison to the other two subchronic inha- 
lation studies, and these changes had not been detected 
in the previous studies (Tables 4 and 5). 

Although there were some significant differences in 
the groups exposed to the smoke generated from the 
research cigarettes with the highest sugar application lev- 
els, these were not consistently found when comparing 
between genders or between studies, suggesting that the 
few findings recorded were possibly due to chance rather 
than causally linked to the use of sugars as tobacco ingre- 
dients in these research cigarettes. If these differences 
would be triggered by the high sugar application level, 
one would expect to see very similar differences across 
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Table 6. Histopathological findings (mean severity scores) with significant differences between rats exposed to the smoke of research 
cigarettes with and without honey applied as tobacco ingredient at the end of at least one subchronic rat inhalation study on mainstream 
smoke from research cigarettes with various application levels of sugars (Coggins et al., 2011). 



Control Honey 



Finding 


Gender 


0% 


3.3% 


4.8% 


6.6% 


Nose level 1, 


M 


2.1 


1.8 


2.6 


1.8 


goblet cell hyperplasia 


F 


1.5 


1.3 


1.7 


1.5 


Nose level 2, 


M 


2.3 


1.8 


2.4 


2.2 


respiratory epithelium hyperplasia 


F 


2.3 


2.3 


2.2 


2.4 


Nose level 2, 


M 


0.2 


1.0 


0.5 


1.9 


olfactory epithelium atrophy 


F 


1.0 


1.3 


1.0 


1.7 


Nose level 3, 


M 


0.0 


0.5 


0.2 


1.1 


olfactory epithelium atrophy 


F 


0.5 


0.6 


0.1 


1.0 


Larynx, arytenoid projections 


M 


3.6 


3.7 


3.6 


3.3 


squamous hyperplasia - metaplasia 


F 


3.5 


3.1 


3.1 


3.6 


Trachea, 


M 


2.0 


1.3 


2.9 


2.4 


goblet cell number/hyperplasia 


F 


1.3 


1.6 


1.1 


1.2 


Left lung. 


M 


2.2 


1.9 


3.0 


2.8 


goblet cell number/hyperplasia 


F 


2.6 


2.3 


2.6 


2.8 


Right lung, 


M 


1.5 


1.6 


2.0 


2.5 


goblet cell number/hyperplasia 


F 


1.4 


1.7 


1.7 


2.4 



Conditions as in Table 4, but with 1R4F and 2R4F as quality controls. 



those studies and across the sugars tested, based on the 
similarity of the changes determined in the compre- 
hensive chemical- analytical studies on the mainstream 
smoke of these research cigarettes (see above). In any 
case, these differences were only observed at application 
levels higher than those usually applied to commercial 
cigarettes, although findings at exaggerated application 
levels may be indicative of effects at commercial applica- 
tion levels. 

More light may be shed on this question by examin- 
ing additional subchronic inhalation studies, in which 
research cigarettes with combinations of tobacco ingredi- 
ents, including a major contribution of sugars, were eval- 
uated. A study with similar design to the ones discussed 
above had sucrose and invert sugar incorporated into a 
an ingredient mixture with total sugar application levels 
of 3.3 and 5.1% (Vanscheeuwijck et al., 2002). Very simi- 
lar smoke inhalation-dependent effects were seen, e.g. 
reduced body weight gain and histopathological findings 
in the respiratory tract. None of the differences discussed 
above for the sugar application studies was seen as a func- 
tion of the ingredient mixture application. Among the 
multitude of endpoints investigated, there was only one 
significant increase observed for respiratory epithelium 
hyperplasia at nose level 1 in female but not male rats in 
the high sugar combination group. In another large study, 
brown and white sugar as well as invert sugar were used 
on research cigarettes as major part of different tobacco 
ingredient combinations at levels of 6.2, 10.5 and 7%, 
respectively (Baker et al., 2004a). The authors concluded 
that there were no discernible differences in the type or 
severity of treatment-related changes in the presence or 
absence of the ingredient combinations that included 
sucrose (as brown or white sugar) or invert sugar, since 
there were no statistically significant differences between 



rats exposed to the smoke from the control and test ciga- 
rettes in any of the 32 histopathological endpoints. There 
was also no difference in the histopathological findings 
in another subchronic rat inhalation study comparing 
research cigarettes with and without ingredient com- 
binations, of which one included invert sugar at a final 
application level of 2% (Renne et al., 2006). These authors 
concluded that the presence of flavoring and casing 
ingredients did not significantly change the type or extent 
of toxicological effects observed in rat inhalation studies. 
As for some in vitro endpoints, no differences in response 
in subchronic inhalation studies in rats were observed if 
one type of sugar was replaced by another at the same 
application level (no controls without sugar application; 
Stavanja et al., 2003; Stavanja et al., 2006). 

6.4. In vivo genotoxicity 

As part of the above subchronic inhalation studies with 
single sugar ingredients (studies 1, 2, and 4 using sucrose, 
invert sugar, or high fructose corn syrup), the formation 
of micronuclei in rat bone marrow polychromatic eryth- 
rocytes and peripheral reticulocytes was investigated as 
an endpoint for in vivo clastogenicity (in basic accor- 
dance with Organization for Economic Co-operation 
and Development, 1997b). Peripheral reticulocytes were 
analyzed using a flow cytometric method capable of 
differentiating very young cells to overcome the splenic 
trapping of micronucleated cells which could have con- 
founded this rat model (van Miert et al., 2008; Lynch 
et al., 2011). Inhalation exposure to mainstream smoke 
for up to 13 weeks did not increase the incidence rates 
of micronucleated reticulocytes in circulating blood, nor 
micronucleated erythrocytes in bone marrow compared 
with sham-exposed controls (data not shown). Although 
there were occasional significant differences between 
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the groups exposed to smoke from cigarettes containing 
sucrose and invert sugar and those exposed to smolce 
from control cigarettes without added sugars, the over- 
all conclusion was that the sugars had no impact on the 
formation of micronucleated red blood cells. Positive 
control samples responded in accordance to historical 
data from the same laboratory at all time points, indicat- 
ing sensitivity of the rats to materials producing micro- 
nucleated cells. 

6.5. Carcinogenicity studies 

For a long time, mouse dermal carcinogenicity studies 
have been the only cancer bioassay available for cigarette 
smoke (reviewed by Coggins, 2007; Walaszek et al., 2007). 
In this assay, mainstream smoke condensate is chroni- 
cally painted on the dorsal skin of mice, and skin tumors 
are the major biological response, which can be non-inva- 
sively examined on a daily basis. There are two principle 
experimental variants for this assay: Condensate is either 
applied to the skin during the whole experimental period 
as a test for complete carcinogenesis, or condensate is 
applied during the major experimental period of the study 
as a test for its promoting activity after initial treatment 
with a low dose of a known mouse dermal carcinogen, 
low enough not to lead to tumors on its own. There is one 
set of experiments, in which cigarettes with and without 
invert sugar were compared in a complete carcinogenesis 
model (US Department of Health Education and Welfare, 
1977). The standard experimental blend in this study was 
made according to then non-filter American-blend ciga- 
rettes and included 5.3% invert sugar. It was compared to 
the same blend but without sugars. Groups of mice were 
treated with two doses of each condensate for 18 months. 
The major outcome of the study was the estimated prob- 
ability of tumor avoidance and the estimated time until 
which 75% of the mice were without skin tumors based 
on life-table calculations. Statistical analysis revealed 
that the research cigarettes with and without invert sugar 
ranked very similarly for both dose groups, i.e. could not 
be differentiated (Table 7). If the tobacco humectant was 
omitted in one test cigarette, no difference in tumori- 
genic potential was seen in comparison to the reference 
cigarette containing the humectant. However, if both 
humectant and invert sugar were omitted, the condensate 



generated from the test cigarette had lower tumorigenic 
activity than that of the control (no explanation offered 
by the authors). In a parallel experiment, single-blend 
Burley cigarettes without and with sugar addition were 
compared (twice at the same dose) and no difference in 
tumorigenic response of the condensates was observed 
(Table 5). Notably, in the same study the condensates of 
Burley and American-blend cigarettes could well be dif- 
ferentiated. Taken together, these experiments suggest 
that sugar by itself had no impact on the tumorigenicity 
of smoke condensate in the mouse dermal carcinogenic- 
ity assay. 

No other carcinogenicity study is available comparing 
cigarettes with appreciably different levels of sugars. In 
a study to evaluate the tumorigenic activity of research 
cigarettes without and with a combination of flavors, the 
test cigarettes had additional glucose and honey at 0.03% 
each on a background of 2% brown invert sugar syrup 
in both the test and control cigarettes; no difference in 
tumor promoting activity was found between test and 
control cigarette condensates (Gaworski et al., 1999). In 
two other dermal tumor promotion studies, one type of 
sugar was replaced by another at the same application 
level, and no differences in tumor promoting activity 
could be observed in terms of tumor incidences or mul- 
tiplicities (5% invert sugar by 5% honey: Stavanja et al., 
2003; 3% corn syrup/invert sugar by 3% HFCS: Stavanja 
et al., 2006). 

6.6. Summary, toxicological assays 

Complimentary to the chemical-analytical investigations, 
in vitro cytotoxicity, genotoxicity, subchronic inhalation, 
and carcinogenicity studies have been available for the 
non-clinical assessment of the toxicological effects of 
using sugars as ingredients. At sugar application levels 
up to 10%, which is twice the usual maximum applica- 
tion level, no consistent toxicologically relevant changes 
in the activity in these assays were observed; statistically 
significant changes seen in one inhalation study could 
not be confirmed in others using similar types of sugars 
and study designs. This is particularly important in view 
of the statistically significant increases in nicotine-based 
yields of acrolein and formaldehyde observed in smoke 
from cigarettes with increasing sugar application level. 



Table 7. Dermal tumorigenicity of mainstream smoke condensate generated from research cigarettes with and without invert sugar as 
tobacco ingredient. 



Estimated probability of tumor Estimated number of days until 75% 

avoidance (M ± SE) of mice remained free of tumors 



Research cigarette type 


Condensate dose group 


No invert sugar 


With invert sugar 


No invert sugar 


With invert sugar 


Standard experimental 


12.5 mg 


0.715±0.053 


0.711±0.026 


529 


515 


blend III 














25 mg 


0.432 ±0.060 


0.449 ±0.028 


376 


414 


Burley blend* 


12.5 mg 


0.508 ±0.059 


0.586 ±0.056 


420 


452 




12.5 mg 


0.532 


0.509 


417 


372 



Life-table-corrected data (US Department of Health Education and Welfare, 1977) (no sugar- dependent differences for formaldehyde, 
acetaldehyde, acrolein, and tar yields). 

*Two times low dose; Burley blend and standard experimental blend III tumor probability data (low dose) were statistically significantly 
different. 
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Formaldehyde and in particular acrolein play relatively 
prominent roles in the in vitro cytotoxicity assay (Tewes 
et al., 2003) and can elicit irritative effects in the upper 
respiratory tract in rat subchronic inhalation studies 
(Feron et al., 1978; Woutersen et al., 1987). The acrolein 
concentrations in the above described smoke inhalation 
studies (<1.1 mg/m^) (Coggins et al., 2011) were similar to 
the lowest observed effect levels in this subchronic model 
for histopathological changes in the nose, the lateral 
wall respiratory epithelium being the most sensitive site 
(Dorman et al., 2008). At higher acrolein concentrations, 
mucus hypersecretion in the airways of rats was stimulated 
(Borchers et al., 1998). The formaldehyde concentrations 
in the smoke inhalation studies (<0.5mg/m^) were below 
the lowest observed effect level observed in the sub- 
chronic formaldehyde inhalation study (Woutersen et al., 
1987) and below thresholds considered to be relevant for 
genotoxic and carcinogenic effects (Nielsen and Wolkoff, 
2010). At no-toxic effect levels, neither additive nor poten- 
tiating effects occurred from the combined exposure to 
these aldehydes (Cassee et al., 1996). In principle, the lack 
of additive or potentiating effects in defined mixtures of 
aldehydes does not exclude an additive or potentiating 
effect by the increased aldehyde levels on the background 
of smoke-related findings seen in these inhalation stud- 
ies, but such effect was not observed. Thus, the totality 
of the reviewed studies suggests that the increased alde- 
hyde yields determined in the chemical analyses did not 
increase the activity of the smoke in toxicological assays 
that are in principle sensitive to their activity. Moreover, 
the overall changes by the use of sugars as ingredients 
determined in the chemical analyses may either have 
balanced each other out or were not large enough to sig- 
nificantly affect the toxicological activity that is inherent 
to cigarette smoke in the assays employed. 

7. Comparison of marketed American-blend 
and Virginia-type cigarettes 

The above non-clinical studies should ideally be compli- 
mented by clinical and epidemiological data on exposure 
and effects differentiating between smokers smoking 
cigarette types with and without sugars used as tobacco 
ingredients. However, such data for a direct comparison 
of commercial cigarette types that differ by only this one 
parameter are not available, with the exception of menthol 
versus non-menthol cigarettes (Werley et al., 2006; Heck, 
2010). As a substitute, we compared data from markets 
of primarily American-blend and Virginia-type cigarette 
consumption, respectively. These cigarette types differ in 
their blend composition, but also in their natural sugar 
content and the level of sugar applied as ingredient. 

7.1 . Relative impact of sugar application on chemical 
composition of mainstream smoke in marketed 
American-blend and Virginia-type cigarettes 

The chemical composition of mainstream smoke gener- 
ated from American-blend and Virginia-type cigarettes 



is qualitatively similar, with some quantitative differ- 
ences, most of which can be explained by the differ- 
ences in tobacco blend composition. For instance, the 
higher yields of nitrogen- containing smoke constitu- 
ents observed for single-blend Burley compared with 
single-blend Virginia research cigarettes (Adam et al., 
2006; Ding et al., 2008) carries over to American-blend 
compared to Virginia-type cigarettes, in particular 
resulting in higher yields of most of the tobacco-specific 
N-nitrosamines, nitrogen oxides, ammonia, and aro- 
matic amines in American-blend cigarettes (Gregg et al., 
2004; Counts et al., 2005; Hyodo et al., 2007; Hammond 
and O'Connor, 2008). High molecular weight polycyclic 
aromatic hydrocarbons, such as benzo[fl]pyrene and 
benzo[A:]fluoranthene, are formed at lower yields in the 
mainstream smoke of single-blend Burley than in that 
of Virginia research cigarettes (Ding et al., 2008), which 
also carries through to mostly lower yields in American- 
blend compared to Virginia-type market cigarettes (Ding 
et al., 2006). This difference has been related to the higher 
nitrate content in Burley- containing cigarettes, which 
may interfere with the pyrolytic formation of polycyclic 
aromatic hydrocarbons. Formaldehyde yields are gener- 
ally lower in the smoke of American-blend than in that of 
Virginia-type cigarettes, which is considered to be related 
to the lower overall sugar content and higher levels of 
nitrogen-containing compounds (Leffingwell, 1999) in 
American-blend compared to Virginia-type cigarettes. 

The pooled chemical analyses of the mainstream smoke 
of research cigarettes as described above suggested that 
there are statistically significant increases in the slopes of 
the linear regressions in the nicotine-based yields of seven 
smoke constituents with increasing sugar application 
levels, most importantly for formaldehyde, benzene, and 
acrolein. The increased yields were mainly observed using 
research cigarettes with sugar application levels beyond 
the maximum application level of 5% used in commer- 
cial cigarettes. Consequently, marketed American-blend 
cigarettes, which do not have a higher total sugar con- 
tent than marketed Virginia-type cigarette, do not show 
an increased yield of these smoke constituents in direct 
comparisons (Table 8). Rather, the nicotine-based yield of 
formaldehyde from American-blend cigarettes is on aver- 
age 20-40% lower than that from Virginia-type cigarettes, 
independent of the machine-smoking condition used for 
the smoke generation. For acrolein, 2-butanone, benzene, 
and toluene, no relevant differences in nicotine-based 
yields were found when comparing American-blend and 
Virginia-type market cigarettes. Benzo[fc]fluoranthene, 
the one polycyclic aromatic hydrocarbon with statistically 
significant increased yield in the pooled analysis, has not 
been determined in market benchmarldng studies with 
one exception, in which on average 27% lower yields were 
determinedfor American-blend comparedto Virginia-type 
cigarettes (Ding et al., 2006). This agrees with the findings 
of numerically lower nicotine-based yields for benzo[fl] 
pyrene, which is mostly determined as the only representa- 
tive of this class of constituents, for American-blend versus 
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Table 8. Selected mainstream smoke constituent yields (per mg nicotine) for marketed American-blend and Virginia-type cigarettes 

(Counts et al., 2005; Gregg et al., 2004; Hammond and O'Connor, 2008). 

Yields (M ± SD) (mg nicotine)"' 



ISO smoking conditions 



HCI smoking conditions 





American- 


Virginia- 


Difference* 


American- 


Virginia- 


Difference* 




Constituent 


blend 


type 


(%) 


blend 


type 


(%) 


Reference 


Formaldehyde (ng) 


45 


81 


-44 


46 


76 


-39 


Hammond 




31 ±12 


40 ±14 


-21 


39 ±13 


68 ±23 


-42 


Counts 




28 ±12 


34 ±16 


- 18 








Gregg 


Acetaldehyde (|ig) 


641 


656 


-2 


615 


513 


+ 20 


Hammond 




578 ±122 


589±111 


-2 


686 ±163 


652 ±159 


+ 5 


Counts 




673 ±123 


820 ±123 


- 18 








Gregg 


Acrolein ((jg) 


63 


80 


-21 


65 


67 


-3 


Hammond 




52 ±12 


53±5 


-2 


68 ±16 


67 ±18 


+ 0 


Counts 




58±11 


68 ±16 


- 15 








Gregg 


2-Butanone (|ig) 


68 ±15 


74±17 


-8 


92±21 


93 ±19 


- 1 


Counts 




74 ±14 


95 ±14 


-22 








Gregg 


Benzene {\ig] 


47 


51 


-8 


41 


37 


+ 11 


Hammond 




51 ±10 


51±17 


+ 0 


39±8 


39±5 


+ 0 


Counts 




52±9 


58±8 


- 10 








Gregg 


Toluene (ng) 


76 


78 


-3 


74 


65 


+ 14 


Hammond 




74 ±14 


71±18 


+ 4 


72 ±15 


65±9 


+ 10 


Counts 




85 ±14 


92±16 


-7 








Gregg 


Benzo[fl]pyrene (ng) 


7.9 


13.1 


-40 


7.3 


10.0 


-27 


Hammond 




11.5±3.0 


10.8±1.2 


+ 6 


8.8±2.2 


10.3±2.7 


- 15 


Counts 




12.0±1.0 


15.8±1.8 


-24 








Gregg 


N-Nitrosonornicotine (ng) 


187 


28 


+567 


161 


22 


+632 


Hammond 




149 ±78 


25±6 


+496 


108±47 


17±0 


+538 


Counts 




94 ±16 


53 ±34 


+ 76 








Gregg 


4-Aminobiphenyl (ng) 


2.4 


1.9 


+ 26 


2.1 


1.5 


+ 40 


Hammond 




3.1±0.8 


2.1±0.9 


+ 50 


2.2±0.5 


1.3±0.1 


+ 73 


Counts 




1.4±0.3 


1.2±0.4 


+ 17 








Gregg 



Smoking conditions: ISO: International Standardization Organization; HCI: Health Canada Intense. 
^Difference of nicotine-based yields of American-blend vs. Virginia-type cigarettes; 

Bold print: statistically significant difference between both types of cigarettes (not available for Hammond dataset for nicotine-based 
yields). 



Virginia-type market cigarettes (Table 8). Thus, the use of 
sugars as ingredients may not cause any concerns regard- 
ing this class of smoke constituents. As mentioned above, 
the largest difference in the composition of the smoke gen- 
erated from American-blend or Virginia-type cigarettes 
stems from nitrogen-containing compounds (Table 6). Of 
these, nicotine-based yields of N-nitrosodimethylamine, 
N-nitrosonornicotine, and 4-aminobiphenyl were found to 
decrease in a statistically significant manner with increas- 
ing sugar application levels in the pooled analysis. Taken 
together, those constituents found to significantly increase 
in research cigarettes with increasing sugar application 
levels were similar or even lower in American-blend than 
in Virginia-type market cigarettes, whereas the use of sug- 
ars as tobacco ingredients in American-blend cigarettes 
attenuates the yields of some of those constituents which 
are high in American-blend compared to Virginia-type 
market cigarettes. 

In summary, in American-blend compared to Virginia- 
type cigarettes, parts of the Virginia tobacco are replaced 
by Burley tobacco, which is practically free of sugars. 
The resulting decrease in the natural sugar content in 



the blend is partly replenished by applying sugars as 
ingredients to levels at or below that found in Virginia- 
type cigarettes. Thus, the sugar-dependent findings in 
the pooled analysis of smoke constituent yields from 
research cigarettes do not carry over to increased yields 
of these constituents in the blended cigarettes compared 
to Virginia-type cigarettes. For instance, the observed 
increases in formaldehyde, acrolein, or benzene by sugar 
application to research cigarettes do not result in higher 
average yields of these constituents in American-blend 
compared to Virginia-type cigarettes. On the contrary, 
formaldehyde yields tend to be higher on average in 
Virginia-type cigarettes. The sugar-dependent decreased 
yields of some nitrogen- containing smoke constituents 
seen in the pooled analysis of the research cigarettes 
alleviate the naturally higher yields of these constituents 
in the smoke from Burley- containing cigarettes. 

7.2. Comparison of marketed American-blend and 
Virginia-type cigarettes in toxicological assays 

The comparative activity of American-blend and Virginia- 
type cigarettes was assessed in in vitro cytotoxicity and 
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genotoxicity assays, mostly by using the mainstream 
smoke of reference cigarettes representative of the two 
types of market cigarettes. Smoke from Virginia-type 
cigarettes was consistently more cytotoxic than that of 
American-blend cigarettes (Bombick et al., 1998; Roemer 
et al., 2004; Rickert et al., 2007a). This was true for the 
particulate and the gas/vapor phase, which were inves- 
tigated in two of the studies. These results are consistent 
with the tendency to higher cytotoxicity of Virginia com- 
pared to Burley single-blend research cigarettes (Pickett 
et al., 2010), while in a larger inter-laboratory study on 
the cytotoxicity of the particulate phase on average no 
such differences were found (Pickett et al., 2010). 

In the Salmonella reverse mutation assay, mainstream 
smoke condensate from American-blend cigarettes was 
consistently more mutagenic than the condensate of 
Virginia-type cigarettes (Mizusaki et al., 1977; Roemer 
et al., 2004; Rickert et al., 2007a). This result is consis- 
tent with the higher mutagenicity of smoke from Burley 
tobacco compared with that from Virginia tobacco 
(Mizusaki et al., 1977; Yoshida and Matsumoto, 1980; 
Gairola, 1982; Clapp et al., 1999; DeMarini et al., 2008). In 
mammalian cell-based genotoxicity assays, in contrast to 
the bacterial assay and depending on the specific assay 
type used (and on the laboratory conducting the assay), 
particulate matter from single-blend Burley mostly 
tended to be less active than that from Virginia cigarettes 
(Schramke et al., 2006; DeMarini et al., 2008). 

In subchronic inhalation studies, the smoke from 
Virginia-type cigarettes seemed to have higher potency 
than that of single-blend Burley or American-blend 
cigarettes regarding histopathological changes in the 
larynx (compiled by Smith, 1990). Histopathological 
findings in the trachea and lungs were of similar degree. 
Dermal carcinogenicity studies in mice were not able to 
clearly differentiate between the condensates generated 
from American-blend and single-blend Virginia and 
Burley research cigarettes. If anything, there was a trend 
towards slightly higher tumorigenic potency for Virginia 
than Burley condensate, with that of the American-blend 
cigarettes being somewhat intermediate (Wynder and 
Hoffmann, 1963; Dontenwill et al., 1976; US Department 
of Health Education and Welfare, 1980). 

The comparison of the market cigarette types indicates 
that the differences in toxicity observed between the 
smoke of Virginia-type and American-blend cigarettes 
appear to reflect the toxicity of the tobacco blend com- 
ponents rather than the application of sugar. 

Current scientific knowledge does not allow a con- 
clusion about which of these assay types or particu- 
lar endpoints are more predictive of the induction of 
smoking-related diseases in humans. In summary, the 
results of the toxicological assays on research and market 
cigarettes confirm that cigarette smoke is toxic; however, 
they also suggest that the use of sugars applied to the 
tobacco of American-blend cigarettes at current use lev- 
els is unlikely to increase the inherent toxicity of tobacco 
smoke. 



7.3. Simulated uptake in smokers of mainstream 
smoke constituents at maximum sugar application 
level and from marketed American-blend and 
Virginia-type cigarettes 

In order to further evaluate the changes in mainstream 
smoke chemistry that were determined in the pooled 
analysis described above as a consequence of using 
sugars as cigarette tobacco ingredients, a simulation of 
the differential smoldng-related exposure to those con- 
stituents was performed, for which statistically significant 
quantitative changes were identified. This approach offers 
the most discriminatory analysis of potential changes in 
mainstream smoke exposure resulting from the use of 
a particular ingredient in a research cigarette, but it has 
some limitations with regard to the extrapolation of the 
results to market cigarettes and their actual use by con- 
sumers. Therefore, the hypothetical changes in exposure 
to particular constituents from research cigarettes at 0 and 
5% were simulated and compared to those from average 
American-blend and Virginia-type market cigarettes. 

Most information on exposure and uptake of cigarette 
smoke constituents has been generated for nicotine via 
the determination of nicotine and some of its major 
metabolites in human body fluids, such as saliva, plasma, 
or urine. If trans-3'-hydroxycotinine, cotinine, and nico- 
tine are determined together with their glucuronide con- 
jugates, approximately 80-95% of the nicotine uptake may 
robustly be determinedin terms of "nicotine equivalents," 
eliminating much of the effect of inter-individual meta- 
bolic differences (Tricker, 2006). Assuming proportional 
relationships between the yields of nicotine and most 
other constituents (Roemer et al., 2004; Counts et al., 
2005; Hyodo et al., 2007; King et al., 2007), the uptake of 
these constituents and their distribution among indi- 
vidual smokers can be predicted by bridging from known 
nicotine uptake distributions. Such uptake distributions 
offer a more informed estimate of the impact of potential 
changes in smoke composition than just point estimates 
for nicotine uptake. Using Monte Carlo simulation, the 
mean and standard deviation of nicotine equivalents 
determined in a German population-based biomoni- 
toring study with American-blend cigarettes (Scherer 
et al., 2007) was connected with the mean and standard 
deviation of the nicotine-based yields for the respec- 
tive constituents at the 0 or 5% sugar addition levels, 
respectively, as determined in the pooled analysis. This 
approach enables calculation of uptake distributions per 
cigarette which provide insight beyond the simple results 
of standard machine-smoldng conditions and incor- 
porates the variability of human smoking behavior as 
best as possible. This variability is reflected in the broad 
distribution of the uptake of nicotine equivalents after 
Monte Carlo simulation (Figure 6) and propagates to the 
distribution simulated for any of the other constituents. 
A log-normal model was used for the simulation, which 
seems to be justified in view of more recent and more 
detailed distribution data on nicotine uptake (Mendes 
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et al., 2009), although higher modes for the distributions 
were obtained than in the current simulation. The same 
simulation was applied to the average nicotine-based 
yields of smoke constituents of the market cigarettes. 

The distributions calculated for acrolein uptake from 
smoking hypothetical research cigarettes at 0 and 5% 
sugar application level as well as that from the average 
yield data of American-blend and Virginia-type cigarettes 
almost completely overlap (94% of the distribution at 5% 
sugar application level coincides with the distribution at 




Nicotine Uptal<;e (mg/Cigarette) 



Figure 6. Monte Carlo simulation of the nicotine uptake 
distribution based on nicotine equivalents from a population- 
based biomonitoring study with smokers of American-blend 
cigarettes. Data from (Scherer et al., 2007), corrected for 85% 
recovery of nicotine and its metabolites; log-normal Monte Carlo 
simulation; blue line: forecast values; magenta line: fitted line 
(mode: 0.52mg/cig.; median: 1.03mg/cig.). 



no sugar application; Figure 7). Nevertheless, the modes 
of these distribution curves reflect the small differ- 
ences in nicotine-based acrolein yields calculated from 
machine-smoldng of the respective research and market 
cigarettes (Tables 3 and 8), i.e. a slight increase from 0 to 
5% sugar application level but a smaller simulated uptake 
from American-blend vs. Virginia-type market cigarettes. 
For the validation of this approach, the simulations for 
acrolein uptake were compared with the acrolein yields 
of market cigarettes (Counts et al., 2005) if machine- 
smoked at three standardized conditions (International 
Organization for Standardization, 1991; Massachusetts 
General Laws Annotated, 1997; Health Canada, 2000). 
This is possible since practically all nicotine and acrolein 
inhaled from smoking are absorbed (Baker and Dixon, 
2006). The median acrolein uptake per cigarette deter- 
mined by the simulation is similar to the average yield 
obtained when this selection of cigarettes was smoked 
under intermediately intense conditions (Massachusetts 
General Laws Annotated, 1997). This similarity is rea- 
sonable as in a recent review on actual human smoking 
conditions (Bernstein, 2004), median values for inter- 
puff interval, puff duration, and puff volume of 28 s, 1.9 s, 
and 43 ml, respectively, were found to be very close to 
the respective values under these intermediate machine- 
smoking conditions (30 s, 2 s, and 45 ml). 

The uptake distributions for benzene (Figure 8A), tolu- 
ene, benzo[fc]fluoranthene, and NDMA also overlapped 
to a very large degree indicating no relevant difference 
by sugar application and market type cigarette. Uptake 
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Figure 7. Simulation of acrolein uptake distributions for research cigarettes with 0 and 5% sugar application and American-blend and 
Virginia-type market cigarettes (right panel) in comparison to acrolein yields obtained by three machine-smoking conditions (left panel, 
reproduced with permission; Counts et al., 2005). Machine-smoking data compared to the fitted log-normal Monte Carlo simulation 
of acrolein uptake using Crystal Ball; left panel: o: ISO smoking conditions (International Organization for Standardization, 1991), 
A: Massachusetts smoking conditions (Massachusetts General Laws Annotated, 1997), □: Health Canada smoking conditions (Health 
Canada, 2000); right panel: blue line: research cigarettes with 0% sugar addition; red line: research cigarettes with 5% sugar application; 
green line: American-blend market cigarettes, violet line: Virginia-type market cigarettes. 
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A 




Benzene Uptake (ug/Cigarette) 

B 




4-Aminobiphenyl Uptake (ng/Cigarette) 



Figure 8. Simulation of benzene (A), formaldehyde (B), and 
4-aminobiplienyl (C) uptake distributions for research cigarettes 
with 0 and 5% sugar application and American-blend and Virginia- 
type market cigarettes. For color legend, see explanations for the 
right panel in Figure 7. 

distributions per cigarette are also shown for formaldehyde 
(Figure 8B) and 4-aminobiphenyl (Figure 8C) representing 
smoke constituents with the largest percentage increases 
or decreases in nicotine-based yields with increasing sugar 
application levels. The hypothetical formaldehyde uptake 
increased by sugar application to the research cigarettes 
(overlap of 86%), but this increase was still smaller than 
the increase from American-blend to Virginia-type market 
cigarettes. The hypothetical uptake of 4-aminobiphenyl 
was higher for American-blend than for Virginia-type cig- 
arettes, while it got smaller with sugar application. Thus, 
the uptake simulations reflect the changes in the point 
values determined in the pooled analysis of the research 
cigarettes or the differences in the average yield data of the 
market cigarettes, but these changes and differences are 
put into the perspective of the broad inter- individual vari- 
ability in the uptake of these constituents by smokers. 



Inarecentbenchmarkstudyforbiomarkers of exposure 
to smoke constituents, groups of smokers from Germany 
and the UK as prototypic markets of American-blend 
and Virginia-type cigarettes were compared (Lindner 
et al., 2011). Smoking- attributable excretion levels of 
3'-hydroxypropyl-mercapturic acid, a urinary acrolein- 
related biomarker of exposure, were 1.19 and 1.13 mg 
per 24 h for German and the UK smokers, respectively, 
with relative standard deviations of approximately 100% 
(and on a nonsmoking background of approximately one 
third of the smokers' levels). For S-phenylmercapturic 
acid, a marker for benzene exposure, urinary marker 
levels were 3.8 and 3.6 ngper 24 h German and UK smok- 
ers, respectively, while those for 4-aminobiphenyl were 
26 and 21 ng per 24 h. Thus, the biomarker data confirm 
the similarity of exposures to these constituents on the 
basis of means and standard deviations (as a measure 
of variance) by the two types of cigarettes as suggested 
by the current modeling approach based on analytical- 
chemical data. The authors concluded that the contribu- 
tion of the country and thus the type of cigarettes smoked 
to the total variation was marginal for all biomarkers of 
exposure investigated (Lindner et al., 2011). 

7.4. Comparison of American-blend and Virginia-type 
markets regarding smoking behavior 

The above approach of bridging from the uptake of nico- 
tine to that of other smoke constituents is only reason- 
able as a determinant of potential changes of exposure 
by the use of sugars as ingredients, if there is no change 
in smoking behavior to be expected. There are no stud- 
ies available that have assessed the potential direct effect 
of using sugars as ingredients on smoking behavior. 
However, studies on "exotically" flavored cigarettes did 
not reveal any difference in smoking behavior compared 
to regular American-blend cigarettes (O'Connor et al., 
2007), nor have there been differences in exposures 
between smokers of mentholated and non-mentholated 
cigarettes (Heck, 2009; Wang et al., 2010). Thus, it is not 
expected that there would be any difference in overall 
smoke exposure from using sugars as ingredients. 

This interpretation is further corroborated by the 
lack of differences for nicotine uptake per cigarette from 
smokers from various regions of the world including 
those of predominantly American-blend and Virginia- 
type markets, which among other parameters differ by 
the use of sugars as ingredients (Figure 9A). The intake 
of nicotine per cigarette was also considered to be simi- 
lar in a study that included smokers from Brazil, Mexico, 
China, and Poland (Blacldord et al., 2006). A most recent 
international comparison determined nicotine exposure 
("mouth level exposure," MLE) based on nicotine residues 
in the filters of smoked cigarettes collected in eight coun- 
tries (Mariner et al., 2011). No differences between those 
countries for MLE in dependence of the ISO nicotine yield 
of the cigarettes smoked were seen (Figure 9B). However, 
when the cigarettes across the countries were separated 
into Virginia- and American-blend types, overall MLEs 
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Figure 9. Survey of nicotine uptake estimates per cigarette in 
smokers (mg/cig.). A: Estimated nicotine uptake from plasma, 
urine (based on nicotine equivalents for plasma and urine), or 
cigarette filter analyses (mouth level exposure). Cigarettes of 
7\merican-blend (Byrd et al., 1998; Gori and Lynch, 1985; Mendes 
et al., 2009; Scherer et al., 2007; Shepperd et al., 2009; St Charles 
et al., 2010), Virginia-type (Jarvis et al., 2001), or unknown nature 
(Ueda et al., 2002) were smoked in these studies. B: Estimated 
nicotine uptake determined as "mouth level exposure" based on 
cigarette filter analyses in eight different countries with varying 
blend preferences (reproduced with permission; Mariner et al., 
2011). 



for smokers of Virginia-type cigarettes were significantly 
greater than those of American-blend smokers, reflecting 
differences (and preferences) in ISO yields. After adjusting 
the MLE data for the differences in ISO yields, the nicotine 
(and tar) MLEs per cigarette were higher for the American- 
blend than the Virginia-type smokers. Thus, no clear trend 
that could be related to the use of sugars as ingredients 
could be observed either Such an ecological approach 
of comparing markets has also been chosen by the 



0) 

u 
c 

n 
> 

c 

j£ 
o 
E 



70 
60 
50 
40 
30 
20 
10 
0 

70 



Females 



B" 




-B- United Kingdom o ■ 
-■- United States ^ 
-V- Canada 
o Australia 
-*- Gemany 
France 

1 960 1970 1980 1990 2o'oO~2o'l 0 
Year 
Males 



0) 

u 
c 
* 

(IS 

> 

Q. 

O) 

c 

o 
E 



60 
50 
40- 
30- 
20- 
10 
0 




-H- United Kingdom 
-■- United States 
-9- Canada 
o Australia 
-*- Germany 
-T- France 

I 1 1 1— 



1960 1970 1980 1990 2000 2010 
Year 

Figure 10. Smoking prevalences in American-blend and 
Virginia-type cigarette markets. Data from American-blend 
(United States, Germany, and France) and Virginia-type markets 
(United Kingdom, Australia, and Canada) (MacKay and Eriksen, 
2002; World Health Organization, 2008: data from approximately 
2005). 

International Tobacco Control Policy Evaluation Survey 
(Hammond et al., 2004) and others (International Agency 
for Research on Cancer, 2007; European Commission 
Health and Consumer Protection Directorate-General 
Scientific Committee on Emerging and Newly Identified 
Health Risks, 2008) in order to deduce potential determin- 
ing principles and trends in tobacco exposure and related 
diseases from the comparison of national data. 

Further variables of smoking behavior in a popula- 
tion are smoking prevalence and intensity. Smoking 
prevalence data have been published by many national 
and international sources. Data published by the World 
Health Organization demonstrate wide international dif- 
ferences in smoking prevalence (MacKay and Eriksen, 
2002; World Health Organization, 2008), but do not indi- 
cate trends by the predominant type of cigarette smoked 
in a particular country (Figure 10). In an extensive study 
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comparing exposure and chronic disease risk between 
countries with predominant American-blend (United 
States, Germany, Austria, and Denmark) and coun- 
tries with predominant Virginia-type smolcers (United 
Kingdom, Australia, and Canada), stratified by age group, 
gender, and time periods from 1971 to 2000, no overall 
statistically significant difference in smolcing prevalence 
could be detected (Lee et al., 2009). The ex-smoking 
prevalence was generally increasing over the time peri- 
ods investigated in both sexes and all age groups and 
was lower in American-blend than Virginia-type mar- 
kets, although only rarely with statistical significance. 
The International Tobacco Control (ITC) Four Country 
Survey investigated quit rates and cessation in Australia, 
Canada, the United IGngdom, and the United States 
(Hyland et al., 2006). They concluded that predictors of 
maldng quit attempts and cessation were similar for each 
of the four countries. Although there were some differ- 
ences among the countries in predictors of success, such 
as heaviness of smolcing index, favorable attitudes about 
smoking, and self-efficacy, these differences could not be 
associated with American-blend or Virginia-type prefer- 
ences in these countries. 

The most frequent measure of smolcing intensity is the 
number of cigarettes smoked per day. For this variable 
over all time periods and age groups, no difference was 
observed between American-blend and Virginia-type 
markets, while smolcing intensity was higher in males 
than in females (approximately 20 vs. 16 cigarettes per 
day) (Lee et al., 2009). This gender difference in smoking 
intensity and the lack of difference between American- 
blend and Virginia-type markets (Figure 11) can also be 
derived from data from the International Tobacco Control 
Policy Evaluation Survey (Hammond et al., 2004; Hyland 
et al., 2006). In an international comparison, England as 
a predominantly Virginia-type market had intermediate 
scores in the Fagerstrom Test for Nicotine Dependence, 
while Germany and the United States as predominantly 
American-blend markets showed the most extreme dif- 
ferences (Fagerstrom and Furberg, 2008). Those scores 
were inversely related to smolcing prevalence rates in 
these countries, which again puts the Virginia-type mar- 
ket into the range observed for American-blend markets. 
Likewise, no distinction could be made for a number 
of smoking dependence-related parameters, includ- 
ing smolcing intensity, heaviness of smoking index, and 
number and duration of quit attempts, between smolcers 
from American-blend and Virginia-type markets (Shahab 
et al., 2008). 

Summarizing the data detailed above, there are no 
indications that the use of sugars as ingredients, which 
is one characteristic of American-blend cigarettes, 
has any influence on smoking behavior and behavior- 
related exposure, either in terms of cigarette smolcing 
prevalence, the frequency of quit attempts, smolcing 
intensity as cigarettes per day, and nicotine uptake. In 
addition, these data do not in any case support the sug- 
gestion that the use of sugars as ingredients or any other 
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Figure 11. Daily cigarette consumption in predominantly 
American-blend (United States) and Virginia-type (United 
Kingdom/England, Canada, Australia) markets for male (hatched 
bars) and female (dotted bars) smokers. Data of the years 2000- 
2002 taken from International Tobacco Control Policy Evaluation 
Survey (Hammond et al., 2004): ITCPES: International Tobacco 
Control Policy Evaluation Survey; NHIS: National Health Interview 
Survey; GHS: General Household Survey; HSE: Health Survey for 
England; CTUMS: Canadian Tobacco Use Monitoring Survey; 
CCHS: Canadian Community Health Survey; NTCES: National 
Tobacco Survey Evaluation Campaign; NDDS: National Drug 
Strategy Household Survey. 

ingredients in American-blend cigarettes would lead to 
an increased dependence potency by whatever mecha- 
nism hypothesized. 

7.5. Comparison of American-blend and 
Virginia-type markets regarding smoking-related 
disease risks 

Predominantly American-blend and Virginia-type 
markets were compared for the risks of mortality from 
smoking-related lung cancer and COPD (Lee et al., 
2009), two major serious diseases that can be caused by 
chronic smolcing. Unadjusted mortality rates were gener- 
ally lower early on in markets with predominant Virginia- 
type cigarettes, with the difference diminishing or 
reversing by the 1990s. Differences by cigarette type were 
rarely significant for age and time period groupings, due 
to variations, particularly for COPD, between countries 
within cigarette type. Conclusions based on estimated 
smoking-related excess mortality were similar to those 
based on unadjusted mortality rates: There was little indi- 
cation of any difference between American-blend and 
Virginia-type cigarettes on risk of lung cancer or COPD. 
The approach of this study had of course less discrimina- 
tive power than any analytical- chemical study, which is 
partly due to unspecified differences between countries 
with the same type of predominant cigarette type. It was 
estimated that this study could have detected differences 
of 25-40% for male lung cancer, or twofold differences for 
females or for COPD, had they existed. This is similar to 
the discriminatory power of many subchronic laboratory 
animal inhalation studies. 
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7.6. Conclusion, comparison of marketed cigarettes 

With the most discriminatory non-clinical endpoints for 
the evaluation of mainstream smoke, such as chemical 
analysis or in vitro assays, differences in both directions 
can be detected between American-blend and Virginia- 
type market cigarettes. With the current state of knowl- 
edge, it is not clear which of these endpoints would be 
more relevant than others in predicting human health 
issues. No relevant difference between American-blend 
and Virginia-type cigarettes was detected for smoke 
exposure and effects, including measures for smoking 
dependence and smoldng-related chronic diseases. 
Thus, with the current means of investigation of these 
endpoints, there is no indication of any relevant effect of 
using sugars as ingredient in commercial cigarettes. 

8. Limitations and uncertainties of 
this assessment 

The current assessment is considered a comprehensive 
evaluation of the evidence available on the potential 
effects of using sugars as ingredients. However, no such 
assessment can be without limitations, because cigarette 
smoke is a complex mixture of constituents and smoking- 
related diseases have complex chronic pathogeneses. 
Nevertheless, the scope of the current assessment went 
beyond standard ingredient assessments by industry 
or regulatory authorities, e.g. by modeling changes in 
smoke chemistry observed with research cigarettes into 
uptake distributions for smokers or by evaluating changes 
observed with research cigarettes in comparison to dif- 
ferences between principle types of market cigarettes, 
which included the possibility of indirectly assessing 
smoking behavior. 

There are areas for which appropriate studies are miss- 
ing and for practical reasons will continue to be missing. 
One example is the lack of a direct comparison of smok- 
ers smoldng American-blend cigarettes with and without 
sugars applied as ingredients for the evaluation of a poten- 
tial impact on smoking prevalence, smoke exposure, and 
smoking-related biological effects. An American-blend 
cigarette is defined by using sugars as ingredients, and 
the combustion products of these sugars in the tobacco 
matrix contribute to the overall flavor of such cigarettes 
thus enhancing the natural taste characteristics of the 
tobacco. A hypothetical clinical study comparing smoke 
exposure from cigarettes with and without sugars as 
ingredients would intrinsically be confounded by the 
uncommon taste of the test cigarettes without sugar. In 
order to assess this question in a more indirect manner, 
the best opportunity was considered to be a compari- 
son of markets with smokers predominantly smoking 
American-blend cigarettes with added sugars and those 
predominantly smoldng Virginia-type cigarettes without 
added sugars. However, these two types of cigarettes also 
differ in their natural content of sugars, resulting in simi- 
lar or even lower overall sugar content in American-blend 
cigarettes compared to Virginia-type cigarettes. 



There has been a broad agreement for the selection 
of smoke constituents or in vitro assays considered to 
be appropriate for such assessments between indus- 
trial and independent laboratories as well as the few 
emerging regulations (e.g. Health Canada, 2000; Gregg 
et al., 2004; Counts et al., 2005; Brazil National Health 
Monitoring Agency, 2007; Hyodo et al., 2007; Hammond 
and O'Connor, 2008; Moir et al., 2008; Gaworsld et al., 
2009), although most recently larger selections of smoke 
constituents have been suggested (Talhout et al., 2011; 
US Food and Drug Administration, 2011). The constitu- 
ents considered most important by the World Health 
Organization Working Group on Tobacco Regulation 
(Burns et al., 2008; World Health Organization Study 
Group on Tobacco Product Regulation, 2008) were 
of course all included in the current assessment. 
Nevertheless, only a selection of constituents or toxi- 
cological activities is being assessed, assuming that the 
results of the selected endpoints would be representa- 
tive of other constituents and biological endpoints. 
In order to increase the relevance of the non-clinical 
toxicological testing, subchronic inhalation studies have 
been included for the assessment of major cigarette 
ingredients, such as for sugars. A comprehensive array 
of potential target organs and tissues has often been 
included in the evaluation of these inhalation studies (in 
line with Organization for Economic Co-operation and 
Development, 2009) including, e.g. cardiovascular or 
reproductive organs, in order to minimize the probabil- 
ity of increasing the risks for the various smoking-related 
diseases and to avoid any new risks. 

The non-clinical assay types reviewed here have been 
taken over from those used in other areas of regulatory 
toxicology. While their suitability for assessing the toxic- 
ity of smoke has not finally been established, this is not 
specifically the objective of cigarette ingredient testing 
anyhow. The objective is rather to determine that no 
significant toxicity is added to that intrinsic to tobacco 
smoke, either of the same type or new. Thus, classic regu- 
latory toxicity tests may fit well to the testing of cigarette 
ingredients, if appropriately adapted to deal with the 
intrinsic toxicity of smoke and the resulting need for com- 
parative testing. The bacterial mutagenicity assay may 
not be the optimal tool to evaluate the genotoxic prop- 
erty of smoke per se, but it may serve appropriately for the 
detecting of potential changes in genotoxic potency of 
smoke samples. For the testing of ingredients, the assay 
has been adapted to describe a linear dose-response rela- 
tionship with smoke TPM, and the slope obtained with 
the test samples generated from experimental cigarettes 
with various ingredient application levels is compared in 
a quantitative manner (Roemer et al., 2002). The in vitro 
cytotoxicity assay has proven to be particularly useful for 
the assessment of cigarette smoke, as it relates to the irri- 
tative potency of smoke seen in in vivo studies. In in vitro 
genotoxicity studies with smoke, cytotoxicity has always 
been a limiting factor for dosing and interpretation thus 
demonstrating the relevance of this particular activity in 
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assessing the complex toxicity of smoke. Finally, for the 
assessment of ingredients with relatively high applica- 
tion levels, subchronic inhalation studies have been used 
that have also been adapted to the comparative testing 
paradigm in terms of dosing and endpoint selection in 
order to study the relationship of the ingredient applica- 
tion level to the respective endpoints. 

Uncertainties in the current assessment are also 
related to the limits in discriminatory power due to data 
variability in the studies underlying this assessment. The 
minimal detectable difference (as a measure for dis- 
criminatory power) in smoke chemistry, bacterial muta- 
genicity, and in vitro cytotoxicity has been determined 
to range between <10 and 30% of the mean responses 
assuming a significance level of 0.05 (a) and a type 
two error of 20% (P) (Roemer et al., 2010). Limitations 
in discriminatory power are particularly relevant when 
evaluating studies with a comparative design trying to 
detect differences against a control group with more 
or less the same qualitative chemical composition and 
a pronounced activity in the biological tests. In turn, 
this shows that the major contribution to toxicologi- 
cal potency, if not all, is indeed related to the intrinsic 
properties of cigarette smoke and not to the presence 
or absence of ingredients. Limitations in scope and dis- 
criminatory power and the uncertainty in interpreting 
effects seen in a particular study can at least be partially 
overcome by combining an array of assays with different 
but complementary information. 

Finally, as with most comprehensive compara- 
tive assessments including a plethora of studies and 
endpoints, there are changes in individual endpoints 
pointing in both directions. There are endpoints, which 
change in a potentially favorable direction, e.g. the in 
vitro cytotoxicity of the particulate fraction or the yields of 
some N-nitrosamines, which have been implicated with 
smoking-related carcinogenicity. There are also changes 
in a potentially adverse direction, e.g. the yields of form- 
aldehyde and benzene, which also have been implicated 
with smoking-related carcinogenicity. 

Within the limitations of this assessment, the overall 
evidence does not suggest an increased risk or harm 
by using sugars as cigarette tobacco ingredients. Vice 
versa, these same limitations also hold true if one would 
consider omitting the use of sugars as ingredients in 
currently marketed cigarettes and replace it by tobacco 
instead. It cannot be excluded given the limited under- 
standing of etiology and mechanisms, whether this 
replacement would even be triggering risks and harm 
towards an undesired direction. In a recent study, the 
reduction of sugar levels in tobacco by changing cur- 
ing conditions and regulating the amount that is added 
was mentioned as a possibility to reduce the formation 
of carbonyl compounds (Talhout et al., 2011). These 
authors recognized, though, that any such action may 
result in shifting risks from one group of constituents to 
another, which would actually be the case based on the 
current assessment. 



9. Overall conclusion 

In a comprehensive assessment, the potential effects 
of using sugars as ingredients in American-blend ciga- 
rettes were evaluated. While some changes with sugar 
application were detected, the overall evaluation of all 
data considered on a weight-of-evidence basis suggests 
that the use of sugars would "add no significant toxicity 
to tobacco products and therefore could be considered 
safe in the context of this use" (stipulation taken from 
the US Institute of Medicine, 2001). This conclusion is 
based on the results of chemical analytical, in vitro, and 
subchronic inhalation studies with research cigarettes 
with and without sugars as tobacco ingredients. In the 
current assessment, the evaluation was extended beyond 
previous assessments to include information on smoke 
exposure and smolcing behavior, which was achieved by 
comparing markets of predominantly American-blend 
or Virginia-type cigarettes. From these comparisons, e.g. 
for nicotine uptake levels, no indication of sugar appli- 
cation-related differences could be derived. The data 
analyzed do not support concerns that the use of sugars 
as ingredients would increase tobacco smoking depen- 
dence. No difference in mortality due to smoking-related 
diseases could be detected between American-blend 
and Virginia-type markets, which could have shed light 
on any population-based harm related to sugar applica- 
tion. In conclusion, thorough examination of the data 
available suggests that the use of sugars as ingredients in 
cigarette tobacco does not increase risk or harm beyond 
that inherent to cigarette smoking. 

Declaration of interest 

E.R., M.K.S., J.J.R are current employees of Philip 
Morris International. J.I.S., D.E.L. and H.J.H. are former 
employees of Philip Morris USA and/ or Philip Morris 
International; they acted as consultants on this work for 
Philip Morris International. 

References 

Abdallah F. (2004). Cigarette Product Development. Raleigh, NC: 
Tobacco Reporter/Speccomm International. 

Adam T, Mitschke S, Streibel T, Baker RR, Zimmermann R. (2006) . Puff- 
by-puff resolved characterisation of cigarette mainstream smoke 
by single photon ionisation (SPI)-time-of-flight mass spectrometry 
(TOFMS): comparison of the 2R4F research cigarette and pure 
Burley, Virginia, Oriental and Maryland tobacco cigarettes. Anal 
Chim Acta 572:219-229. 

American Congress of Governmental Industrial Hygienists. (1991). 
Documentation of the Threshold Limit Value and Biological 
Indices. Cincinnati, OH. 

Baan R, Straif K, Grosse Y, Secretan B, El Ghissassi F, Bouvard V, 
Benbrahim-Tallaa L, Cogliano V. (2008). Carcinogenicity of some 
aromatic amines, organic dyes, and related exposures. Lancet 
Oncol 9:322-323. 

Baker EH, Wood DM, Brennan AL, Clark N, Baines DL, Philips BL 
(2006a). Hyperglycaemia and pulmonary infection. Proc Nutr Soc 
65:227-235. 

Baker RR, Chang HY. (1999). Lysophosphatidic acid, 
alkylglyceropbosphate and alkylacetylglyceropbospbate increase 



® 2012 Informa Healthcare USA, Inc. 



274 E. Roemeretal. 



the neuronal nuclear acetylation of 1-acyl lysophosphatidyl 
choline by inhibition of lysophospholipase. Mol Cell Biochem 
198:47-55. 

BakerRR. (2006). Thegenerationofformaldehyde in cigarettes-Overview 
and recent experiments. Food Chem Toxicol 44:1799-1822. 

Baker RR. (2007). Sugars, carbonyls and smoke. Food Chem Toxicol 
45:1783-1786. 

Baker RR, Coburn S, Liu C. (2006b). The pyrolytic formation of 
formaldehyde from sugars and tobacco. J Anal Appl Pyrolysis 
77:12-21. 

Baker RR, Coburn S, Liu C, Tetteh J. (2005). Pyrolysis of saccharide 

tobacco ingredients: a TGA-FTIR investigation. J Anal Appl 

Pyrolysis 74:171-180. 
Baker RR,DixonM. (2006). Theretention of tobacco smoke constituents 

in the human respiratory tract. Inhal Toxicol 17:255-299. 
Baker RR, Massey ED, Smith G. (2004a). An overview of the effects of 

tobacco ingredients on smoke chemistry and toxicity. Food Chem 

Toxicol 42 Suppl:S53-S83. 
Baker RR, Pereira da Silva JR, Smith G. (2004b). The effect of tobacco 

ingredients on smoke chemistry. Part II: casing ingredients. Food 

Chem Toxicol 42 Suppl:S39-S52. 
Baldrick P, Bamford DG. (1997). A toxicological review of lactose to 

support clinical administration by inhalation. Food Chem Toxicol 

35:719-733. 

Barbano MF, Cador M. (2007). Opioids for hedonic experience 
and dopamine to get ready for it. Psychopharmacology (Berl) 
191:497-506. 

Basciano H, Federico L, Adeli K. (2005). Fructose, insulin resistance, 

and metabolic dyslipidemia. Nutr Metab (Lond) 2:5. 
Belluzzi JD, Wang R, Leslie FM. (2005). Acetaldehyde enhances 

acquisition of nicotine self-administration in adolescent rats. 

Neuropsychopharmacology 30:705-712. 
Bernstein D. (2004). A review of the influence of particle size, puff 

volume, and inhalation pattern on the deposition of cigarette 

smoke particles in the respiratory tract. Inhal Toxicol 16:675-689. 
Blackford AL, Yang G, Hernandez- Avila M, Przewozniak K, Zatonsld W, 

Figueiredo V, Avila-Tang E, Ma J, Benowitz NL, Samet JM. (2006). 

Cotinine concentration in smokers from different countries: 

relationship with amount smoked and cigarette type. Cancer 

Epidemiol Biomarkers Prev 15:1799-1804. 
BombickDW, Putnam K, Doolittle DJ. (1998). Comparative cytotoxicity 

studies of smoke condensates from different types of cigarettes and 

tobaccos. Toxicol 7w Vitro 12:241-249. 
Borchers MT, Wert SE, Leikauf GD. (1998). Acrolein-induced MUC5ac 

expression in rat airways. Am J Physiol 274:L573-L581. 
Boyette MD, Hamm LA. (2001). Results of the Year 2000 TSNA sampling 

program in flue-cured tobacco. Rec AdvTob Sci 27:17-22. 
Brazil National Health Monitoring Agency. (2007). Resolution RDC 

no. 90. Available at: Accessed on 8 November 2010. 
Britt PF, Buchanan AC, Owens CV. (2004). Does glucose enhance the 

formation of nitrogen containing polycyclic aromatic compounds 

and polycyclic aromatic hydrocarbons in the pyrolysis of proline? 

Fuel 83:1414-1432. 
Burley VJ. (1998). Sugar consumption and human cancer in sites other 

than the digestive tract. Eur J Cancer Prev 7:253-277. 
Burns DM, DybingE, GrayN, HechtS, Anderson C, SannerT, O'Connor 

R, Djordjevic M, Dresler C, Hainaut P, Jarvis M, Opperhuizen A, 

Straif K. (2008). Mandated lowering of toxicants in cigarette smoke: 

a description of the World Health Organization TobReg proposal. 

Tob Control 17:132-141. 
Byrd GD, Davis RA, Caldwell WS, Robinson JH, deBethizy JD. (1998). 

A further study of FTC yield and nicotine absorption in smokers. 

Psychopharmacology (Berl) 139:291-299. 
Carmines EL. (2002). Evaluation of the potential effects of ingredients 

added to cigarettes. Part 1: cigarette design, testing approach, and 

review of results. Food Chem Toxicol 40:77-91. 
CasseeFR, Groten JP, FeronVJ. (1996). Changes in the nasal epithelium 

of rats exposed by inhalation to mixtures of formaldehyde, 

acetaldehyde, and acrolein. Fundam Appl Toxicol 29:208-218. 



Chambers O. (2003). The Reference Cigarette. Lexington, KY: 
University of Kentucky, College of Agriculture. 

Chepiga TA, Morton MJ, Murphy PA, Avalos JT, Bombick BR, Doolittie 
DJ, Borgerding MF, Swauger JE. (2000). A comparison of the 
mainstream smoke chemistry and mutagenicity of a representative 
sample of the US cigarette market with two Kentucky reference 
cigarettes (K1R4F and K1R5F). Food Chem Toxicol 38:949-962. 

Clapp WL, Fagg BS, Smith CJ. (1999). Reduction in Ames Salmonella 
mutagenicity of mainstream cigarette smoke condensate by 
tobacco protein removal. Mutat Res 446:167-174. 

CogginsCR,WagnerKA,WerleyMS,OldhamMJ.(2011).Acomprehensive 
evaluation of the toxicology of cigarette ingredients: carbohydrates 
and natural products. Inhal Toxicol 23 Suppl 1:13-40. 

Coggins CR. (2007). An updated review of inhalation studies with 
cigarette smoke in laboratory animals. Int J Toxicol 26:331-338. 

ConoUy RB, Kimbell JS, Janszen D, Schlosser PM, Kalisak D, Preston 
J, Miller FJ. (2004). Human respiratory tract cancer risks of 
inhaled formaldehyde: dose-response predictions derived from 
biologically-motivated computational modeling of a combined 
rodent and human dataset. Toxicol Sci 82:279-296. 

Counts ME, Hsu FS, Tewes FJ. (2006). Development of a commercial 
cigarette "market map" comparison methodology for evaluating 
new or non- conventional cigarettes. Regul Toxicol Pharmacol 
46:225-242. 

Counts ME, Morton MJ, Laffoon SW, Cox RH, Lipovricz PJ. (2005). 
Smoke composition and predicting relationships for international 
commercial cigarettes smoked with three machine-smoking 
conditions. Regul Toxicol Pharmacol 41:185-227. 

Crump KS, Chen C, Fox JF, Van Landingham C, Subramaniam R. 
(2008). Sensitivity analysis of biologically motivated model for 
formaldehyde-induced respiratory cancer in humans. Ann Occup 
Hyg 52:481-495. 

Das DK, Neogi A, Steinberg H. (1985). Nutritional and hormonal 
control of glucose and fructose utilization by lung. Clin Physiol 
Biochem 3:240-248. 

De Stefani E, Deneo-Pellegrini H, Mendilaharsu M, Ronco A, Carzoglio 
JC. (1998). Dietary sugar and lung cancer: a case-control study in 
Uruguay. Nutr Cancer 31:132-137. 

DeMarini DM, Gudi R, Szkudlinska A, Rao M, Recio L, Kehl M, Kirby 
PE, Polzin G, Richter PA. (2008). Genotoxicity of 10 cigarette smoke 
condensates in four test systems: comparisons between assays and 
condensates. Mutat Res 650:15-29. 

Dempsey R, Coggins CR, Roemer E. (2011). Toxicological assessment 
of cigarette ingredients. Regul Toxicol Pharmacol 61:119-128. 

Deutsches Institut fiir Normung - Working Group Toxicology of 
Additives. (2004). Toxicological evaluation of additives for tobacco 
products - a guide. Berlin, Germany: Beuth Verlag. 

Dickerson JP, Roberts DL, Miller CW, Lloyd RA, Rix CE. (1976). Flue- 
cured tobacco flavor. II. Constituents arising from amino acid- 
sugar reactions. Tob Sci 20:59-63. 

Ding YS, Yan XJ, Jain RB, Lopp E, Tavakoli A, Polzin GM, Stanfill SB, 
Ashley DL, Watson CH. (2006). Determination of 14 polycyclic 
aromatic hydrocarbons in mainstream smoke from U.S. brand and 
non-U.S. brand cigarettes. Environ Sci Technol 40:1133-1138. 

Ding YS, Zhang L, Jain RB, Jain N, Wang RY, Ashley DL, Watson 
CH. (2008). Levels of tobacco-specific nitrosamines and 
polycyclic aromatic hydrocarbons in mainstream smoke from 
different tobacco varieties. Cancer Epidemiol Biomarkers Prev 
17:3366-3371. 

Dontenwill W, Chevalier HJ, Harke HP, KUmisch HJ, Reckzeh G. (1976). 
[Experimental studies on tumorigenic activity of cigarette smoke 
condensate on mouse skin. V. Comparative studies of condensates 
from different modified cigarettes (author's transl)]. Z Krebsforsch 
Klin Onkol Cancer Res Clin Oncol 85:141-153. 

Dorman DC, Struve MF, Wong BA, Marshall MW, Gross EA, Willson 
GA. (2008). Respiratory tract responses in male rats following 
subchronic acrolein inhalation. Inhal Toxicol 20:205-216. 

European Commission Health,and Consumer Protection Directorate- 
General. (2001). Guidance on submissions for food additive 



Critical Reviews in Toxicology 



Sugars as cigarette ingredients 275 



evaluation by the scientific committee on food. Brussels, Belgium: 
Available at: http://ec.europa.eu/food/fs/sc/scf/out82_en.pdf 
Accessed on 24 August 2010. 

European Commission Health and Consumer Protection Directorate- 
General Scientific Committee on Emerging and Newly Identified 
Health Risks. (2008). Health Effects of Smokeless Tobacco 
Products. Brussels, Belgium: European Commission. Available 
at: http://ec.europa.eu/health/ph_risk/committees/04_scenihr/ 
docs/scenihr_o_013.pdf Accessed on 28 May 2010. 

European Commission Health and Consumer Protection Directorate- 
General Scientific Committee on Emerging and Newly Identified 
Health Risks. (2010). Addictiveness and attractiveness of tobacco 
additives. Available at: http://ec.europa.eu/health/scientific_ 
committees/ consultations /public_consultations/scenihr_ 
cons_12_en.htm. Accessed on 11 July 2010. 

European Parliament and Council of the European Union. (2001). 
Directive 2001/37/EC of the European Parliament and of the 
Council of 5 June 200 1 on the approximation of the laws, regulations 
and administrative provisions of the Member States concerning 
the manufacture, presentation and sale of tobacco products. Off J 
Eur Union L194:26-34. 

Fagerstrom K, Furberg H. (2008). A comparison of the Fagerstrom 
Test for Nicotine Dependence and smoldng prevalence across 
countries. Addiction 103:841-845. 

Federici M, Lauro R. (2005). Review article: diabetes and 
atherosclerosis-running on a common road. Aliment Pharmacol 
Ther 22 Suppl 2:11-15. 

Feron VJ, Kruysse A, Til HP, Immel HR. (1978). Repeated exposure to 
acrolein vapour: subacute studies in hamsters, rats and rabbits. 
Toxicology 9:47-57. 

Fisher P. (1999). Tobacco Blending. In: Davis DL, Nielsen MT eds. 
Tobacco: Production, Chemistry and Technology. Oxford, UK: 
Blackwell Science, 346-352. 

Gaby AR. (2005). Adverse effects of dietary fructose. Altern Med Rev 
10:294-306. 

Gager FL Jr, Nedlock JW, Martin WJ. (1971a). Tobacco additives and 

cigarette smoke. I. Transfer of D-glucose, sucrose, and their 

degradation products to the smoke. Carbohydr Res 17:327-333. 
Gager FL Jr, Nedlock JW, Martin WJ. (1971b). Tobacco additives and 

cigarette smoke. II. Organic, gas-phase products from D-glucose 

and sucrose. Carbohydr Res 17:335-339. 
Gairola C. (1982). Genetic effects of fresh cigarette smoke in 

Saccharomyces cerevisiae. Mutat Res 102:123-136. 
Gaworsld CL, Heck JD, Bennett MB, Wenk ML. (1999). Toxicologic 

evaluation of flavor ingredients added to cigarette tobacco: sldn 

painting bioassay of cigarette smoke condensate in SENCAR mice. 

Toxicology 139:1-17. 
Gaworsld CL, Schramke H, Diekmann J, Meisgen TJ, Tewes FJ, Veltel 

DJ, Vanscheeuwljck PM, Rajendran N, Muzzio M, Haussmann HJ. 

(2009). Effect of filtration by activated charcoal on the toxicological 

activity of cigarette mainstream smoke from experimental 

cigarettes. Inhal Toxicol 21:688-704. 
German Federal Ministry for Youth Family and Health. (1977). 

Verordnung iiber Tabakerzeugnisse (Ordinance of Tobacco 

Products). Bundesgesetzblatt 1:2831-2837. 
Gibney M, Sigman-Grant M, Stanton JL Jr, Keast DR. (1995). 

Consumption of sugars. Am J Clin Nutr 62:178S-193S; discussion 

194S. 

Gori GB, Lynch CJ. (1985). Analytical cigarette yields as predictors of 
smoke bioavailability. Regul Toxicol Pharmacol 5:314-326. 

Green CR, Rodgman A. (1996). The tobacco chemists' research 
conference: a half century forum for advances in analytical 
methodology of tobacco and its products. Rec Adv Tob Sci 
22:131-304. 

Green CR, Schumacher JN, Rodgman A. (2007). The expansion of 
tobacco and its effect on cigarette mainstream smoke properties. 
Beitr Tabakforsch Int 22:317-345. 

Gregg EO, Hill C, Hollywood M, Kearney M, McAdam K, McLaughlin 
D, Purkis S, Williams M. (2004). The UK smoke constituents testing 



study. Summary of results and comparison with other studies. 
Beitr Tabakforsch Int 21:117-138. 
Hahn J, Schaub J. (2010). Influence of tobacco additives on the 
chemical composition of mainstream smoke. Beitr Tabakforsch 
Int 24:100-116. 

Hammond D, Fong GT, Thompson ME, Driezen P. (2004) . International 
tobacco control policy evaluation survey (ITC 4-country survey). 
Wave 1 technical report. Waterloo, Canada: International Tobacco 
Control Policy Evaluation Survey Research Team. Available at: 
http://www.itcproject.org/Library/countries/4country/reports/ 
itcwltechr. Accessed on 28 May 2010. 

Hammond D, O'Connor RJ. (2008). Constituents in tobacco and 
smoke emissions from Canadian cigarettes. Tob Control 17 Suppl 
1:124-131. 

Health Canada. (2000). Tobacco reporting regulations. Available at: 

http://www.hc-sc.gc.ca/hc-ps/pubs/tobac-tabac/tir-rft/index- 

eng.php. Accessed on 27 May 2010. 
Hecht SS. (2006). Smoking and lung cancer-a new role for an old 

toxicant? Proc Nad Acad Sci USA 103:15725-15726. 
Heck JD. (2010). A review and assessment of menthol employed as 

a cigarette flavoring ingredient. Food Chem Toxicol 48 Suppl 

2:Sl-38. 

Heck JD. (2009). Smokers of menthol and nonmenthol cigarettes 
exhibit similar levels of biomarkers of smoke exposure. Cancer 
Epidemiol Biomarkers Prev 18:622-629. 

Hyland A, Borland R, Li Q, Yong HH, McNeill A, Fong GT, O'Connor 
RJ, Cummings KM. (2006). Individual-level predictors of cessation 
behaviours amongparticipants in the International Tobacco Control 
(ITC) Four Country Survey. Tob Control 15 Suppl 3:11183-11194. 

Hyodo X Maruta Y, Itaya H, Mildta A, Kodera T, Meger M. (2007). 
Evaluation of functional relationships for predicting mainstream 
smoke constituent machine yields for conventional cigarettes from 
the Japanese market. Regul Toxicol Pharmacol 48:194-224. 

International Agency for Research on Cancer. (1982). Some Industrial 
Chemicals and Dyestuffs. Lyon, France: International Agency for 
Research on Cancer 

InternationalAgency for Research onCancer. (1987). Overall evaluation 
of carcinogenicity: An updating of lARC Monographs Volumes 1 
to 42. Lyon, France: International Agency for Research on Cancer 
Available at: http://monographs.iarc.fr/ENG/Monographs/ 
suppl7/index.php. Accessed on 20 October 2011. 

International Agency for Research on Cancer (1999). Re-Evaluation 
of Some Organic Chemicals, Hydrazine and Hydrogen Peroxide. 
Lyon, France: International Agency for Research on Cancer. 
Available at: http://monographs.iarc.fr/ENG/Monographs/vol71/ 
index.php. Accessed on 20 October 2011. 

International Agency for Research on Cancer. (2002). Some Traditional 
Herbal Medicines, Some Mycotoxlns, Naphthalene and Styrene. 
Lyon, France: International Agency for Research on Cancer. 
Available at: http://monographs.iarc.fr/ENG/Monographs/vol82/ 
index.php. Accessed on 20 October 2011. 

International Agency for Research on Cancer (2006). Formaldehyde, 
2-Butoxyethanol and l-terf-Butoxypropan-2-ol. Lyon, France: 
International Agency for Research on Cancer 

International Agency for Research on Cancer. (2007). Smokeless 
Tobacco and Some Tobacco-specific JV-Nitrosamines. Lyon, 
France: World Health Organization. 

International Agency for Research on Cancer. (2010). Some Non- 
heterocyclic Polycyclic Aromatic Hydrocarbons and Some Related 
Exposures. Lyon, France: World Health Organization. Available 
at: http://monographs.iarc.fr/ENG/Monographs/vol92/mono92. 
pdf Accessed on 11 October 2011. 

International Conference on Harmonisation. (1997). Genotoxicity: a 
standard battery for genotoxicity testing of pharmaceuticals : S2B. 

International Organization for Standardization. (1991). International 
Standard 4387: Cigarettes - determination of total and nicotine- 
free particulate matter using a routine analytical smoking 
machine. Geneva, Switzerland: International Organization for 
Standardization. 



® 2012 Informa Healthcare USA, Inc. 



276 E. Roemeretal. 



International Organization for Standardization. (2000). International 
Standard 3308: Routine analytical cigarette-smoking machine 
- definitions and standard conditions. Geneva, Switzerland: 
International Organization for Standardization. 

INVITTOX. (1990). INVITTOX protocol 3a, the FRAME modified 
Neutral Red uptake cytotoxicity test. Ispra, Italy: ECVAM. Available 
at: http://ecvam-dbalm.jrc.ec.europa.eu/. Accessed on 16 June 
2010. 

Jarvis MJ, Boreham R, Primatesta P, Feyerabend C, Bryant A. (2001). 

Nicotine yield from machine-smoked cigarettes and nicotine 

intakes in smokers: evidence from a representative population 

survey. J Nad Cancer Inst 93:134-138. 
King B, Borland R, Fowles J. (2007). Mainstream smoke emissions of 

Australian and Canadian cigarettes. Nicotine Tob Res 9:835-844. 
Kobashi Y, Sakaguchi S. (1959). Free sugars in cigarette smoke. Tob Sci 

3:161-163. 

Kohlhaufl M, Haidl P, Voshaar T, Haussinger K, Kohler D. (2004). 
[Powder inhalation systems]. Dtsch Med Wochenschr 
129:2048-2052. 

Korte JE, Hertz-Picciotto I, Schulz MR, Ball LM, Duell EJ. (2000). The 

contribution of benzene to smoking-induced leukemia. Environ 

Health Perspect 108:333-339. 
Lee PN, Forey BA, Fry JS, HamUng JS, Hamling JF, Sanders EB, 

Carchman RA. (2009). Does use of flue-cured rather than blended 

cigarettes affect international variation in mortality from lung 

cancer and COPD? Inhal Toxicol 21:404-430. 
Leffingwell JC. (1976). Nitrogen components of leaf and their 

relationship to smoking quality and aroma. Rec Adv Tob Sci 

2:1-31. 

Leffingwell JC. (1999). Basic Chemical Constituents of Tobacco Leaf 
and Differences among Tobacco Types. In: Davis DL, Nielsen MT 
eds. Tobacco: Production, Chemistry and Technology. Oxford, UK: 
Blackwell Sciences, 265-284. 

Life Sciences Research Office. (2004a). The LSRO report on review of 
ingredients added to cigarettes. Phase one: The feasibility of testing 
ingredients added to cigarettes. Bethesda, MD: Life Sciences 
Research Office. 

Life Sciences Research Office. (2004b). The LSRO report on review of 
ingredients added to cigarettes. Phase two: Scientific criteria for 
the evaluation of ingredients added to cigarettes. Bethesda, MD: 
Life Science Research Office. 

Lindner D, Smith S, Leroy CM, Tricker AR. (2011). Comparison of 
exposure to selected cigarette smoke constituents in adult smokers 
and nonsmokers in a European, multicenter, observational study. 
Cancer Epidemiol Biomarkers Prev 20:1524-1536. 

Lynch AM, Sasald JC, Elespuru R, Jacobson-Kram D, Thybaud V, De 
Boeck M, Aardema MJ, Aubrecht J, Benz RD, Dertinger SD, Douglas 
GR, White PA, Escobar PA, Fornace A Jr, Honma M, Naven RT, 
Rusling JF, Schiestl RH, Walmsley RM, Yamamura E, van Benthem 
J, Kim JH. (2011). New and emerging technologies for genetic 
toxicity testing. Environ Mol Mutagen 52:205-223. 

MacKay J, Eriksen M. (2002). The tobacco atlas. Geneva, Switzerland: 
World Health Organization. 

Mariner DC, Ashley M, Shepperd CJ, Mullard G, Drxon M. (2011). 
Mouth level smoke exposure using analysis of filters from smoked 
cigarettes: A study of eight countries. Regul Toxicol Pharmacol 
61:S39-S50. 

Martindale W. (1993). The Extra Pharmacopoeia. London, UK: 

Pharmaceutical Press. 
Massachusetts General Laws Annotated. (1997). Section 307B 105, 

Code of Massachusetts, 660.000 et seq. (Chapter 94). Available at: 

http://www.mass.gov/Eeohhs2/docs/dph/regs/105cmr660.pdf. 

Accessed on 28 May 2010. 
Mendes P, Liang Q, Frost-Pineda K, Munjal S, Walk RA, Roethig HJ. 

(2009). The relationship between smoking machine derived tar 

yields and biomarkers of exposure in adult cigarette smokers in the 

US. Regul Toxicol Pharmacol 55:17-27. 
Michaud DS, Fuchs CS, Liu S, Willett WC, Colditz GA, Giovannucci E. 

(2005). Dietary glycemic load, carbohydrate, sugar, and colorectal 



cancer risk in men and women. Cancer Epidemiol Biomarkers 
Prev 14:138-147. 

Mizusaki S, Takashima T, Tomaru K. (1977). Factors affecting 
mutagenic activity of cigarette smoke condensate in Salmonella 
typhimurium TA 1538. Mutat Res 48:29-36. 

Moir D, Rickert WS, Levasseur G, Larose Y, Maertens R, White P, 
Desjardins S. (2008). A comparison of mainstream and sidestream 
marijuana and tobacco cigarette smoke produced under two 
machine smoldng conditions. Chem Res Toxicol 21:494-502. 

Moldoveanu AI, Borgerding M. (2008). Formation of tobacco specific 
nitrosamines in mainstream cigarette smoke; part 1, FTC smoking. 
Beitr Tabakforsch Int 23:19-31. 

Moldoveanu SC, Byrd CH, Gerardi AR. (2011). /tealysis of certain 
nitrogenous compounds in tobacco. Part 1: adenosine, 2,5- and 
2,6-deoxyfructosazines, mannosamine and glucosamine. Beitr 
Tabakforsch Int 24:233-242. 

MuUings EL, Donaldson LF, Melichar JK, Munafo MR. (2010). Effects of 
acute abstinence and nicotine administration on taste perception 
in cigarette smokers. J Psychopharmacol (Oxford) 24:1709-1715. 

Nielsen GD, Wolkoff P. (2010). Cancer effects of formaldehyde: 
a proposal for an indoor air guideline value. Arch Toxicol 
84:423-446. 

Noguchi M, Satoh Y, Nishida K, Andoh S, Tamaki E. (1971). Studies on 
storage and ageing of leaf tobacco. Part rx. Changes in the content 
of amino acid-sugar compounds during ageing. J Agric Biol Chem 
35:65-70. 

O'Connor RJ, Ashare RL, Cummings KM, Hawk LW Jr. (2007). 

Comparing smoking behaviors and exposures from flavored and 

unflavored cigarettes. Addict Behav 32:869-874. 
Olszewski PK, Levine AS. (2007). Central opioids and consumption 

of sweet tastants: when reward outweighs homeostasis. Physiol 

Behav 91:506-512. 
Organization for Economic Co-operation and Development. (1997a). 

OECD guideline for testing of chemicals. Test No. 471: Bacterial 

reverse mutation test. Paris, France: OECD Publishing. 
Organization for Economic Co-operation and Development. (1997b). 

OECD guideline for testing of chemicals. Test No. 474: Mammalian 

erythrocyte micronucleus test. Paris, France: OECD Publishing. 
Organization for Economic Co-operation and Development. (2009). 

OECD guideline for the testing of chemicals. 413 Subchronic 

Inhalation Toxicity: 90-Day Study. Paris, France: OECD Publishing. 
Parliament of Canada. (2009). An act to amend the tobacco act. 

Available at: http://www2.parl.gc.ca/content/hoc/Bills/402/ 

Government/C-32/C-32_4/C-32_4.PDF Accessed on 26 May 2010. 
Parrish ME, Harward CN. (2000). Measurement of formaldehyde in a 

single puff of cigarette smoke using tunable diode laser infrared 

spectroscopy. Appl Spectrosc 54:1665-1677. 
Pasquet P, Monneuse MO, Simmen B, Marez A, Hladik CM. (2006). 

Relationship between taste thresholds and hunger under debate. 

Appetite 46:63-66. 
Patskan GJ, Podraza KF, Meurrens K, Coggins CR, Friedrichs B, 

Gerstenberg B, Gomm W, Schnell P, Stabbert R, Veltel D, Weber 

S, Terpstra P. (2008). Toxicological comparisons of three styles of 

a commercial U.S. cigarette (Marlboro with the 1R4F reference 

cigarette. Inhal Toxicol 20:695-721. 
Phillpotts DF, Spincer D, Westcott DT. (1975). The effect of the natural 

sugar content of tobacco upon the acetaldehyde concentration 

found in cigarette smoke. Beitr Tabalrforsch Int 8:7-10. 
Pickett G, Seagrave J, Boggs S, Polzin G, Richter P, Tesfaigzi Y. (2010). 

Effects of 10 cigarette smoke condensates on primary human 

airway epithelial cells by comparative gene and cytoldne expression 

studies. Toxicol Sci 114:79-89. 
Pilcer G, Amighi K. (2010). Formulation strategy and use of excipients 

in pulmonary drug delivery. Int J Pharm 392:1-19. 
Rabinoff M, Caskey N, Rissling A, Park C. (2007). Pharmacological 

and chemical effects of cigarette additives. Am J Public Health 

97:1981-1991. 

Rahman I, Adcock IM. (2006). Oxidative stress and redox regulation of 
lung inflammation in COPD. Eur Respir J 28:219-242. 



Critical Reviews in Toxicology 



Sugars as cigarette ingredients 277 



Rennard SI, Basset G, Lecossier D, O'Donnell KM, Pinkston P, Martin 
PG, Crystal RG. (1986). Estimation of volume of epithelial lining 
fluid recovered by lavage using urea as marker of dilution. J Appl 
Physiol 60:532-538. 

Renne RA, Yoshimura H, Yoshino K, Lulham G, Minamisawa S, 
Tribukait A, Dietz DD, Lee KM, Westerberg RB. (2006). Effects of 
flavoring and casing ingredients on the toxicity of mainstream 
cigarette smoke in rats. Inhal Toxicol 18:685-706. 

Ricard JD, Martin-Lefevre L, Dreyfuss D, Saumon G. (2000). Alveolar 
permeability andliquid absorption during partial liquid ventilation 
of rats with perflubron. Am J Respir Grit Care Med 161:44-49. 

Rickert WS, Trivedi AH, Momin RA, Wright WG, Lauterbach JH. 
(2007a). Effect of smoking conditions and methods of collection on 
the mutagenicity and cytotoxicity of cigarette mainstream smoke. 
Toxicol Sci 96:285-293. 

Rickert WS, Wright WG, Trivedi AH, Momin RA, Lauterbach JH. 
(2007b). A comparative study of the mutagenicity of various types 
of tobacco products. Regul Toxicol Pharmacol 48:320-330. 

Rodgman A. (2002). Some studies of the effects of additives on 
cigarette mainstream smoke properties. II. Casing materials and 
humectants. Beitr Tabakforsch Int 20:279-299. 

Rodgman A, PerfettiTA. (2009). The Chemical Components of Tobacco 
and Tobacco Smoke. Boca Raton, FL: CRC Press. 

Roemer E, Carchman RA. (2011). Limitations of cigarette machine 
smoking regimens. Toxicol Lett 203:20-27. 

Roemer E, StabbertR, Rustemeier K, Veltel DJ, MeisgenTJ, Reininghaus 
W, Carchman RA, Gawforski CL, Podraza KF. (2004). Chemical 
composition, cytotoxicity and mutagenicity of smoke from US 
commercial and reference cigarettes smoked under two sets of 
machine smoking conditions. Toxicology 195:31-52. 

Roemer E, Tewes FJ, Meisgen TJ, Veltel DJ, Carmines EL. (2002). 
Evaluation of the potential effects of ingredients added to 
cigarettes. Part 3: in vitro genotoxicity and cytotoxicity. Food Chem 
Toxicol 40:105-111. 

Roemer E, Wittke S, Trelles Sticken E, Piade JJ, Bonk T, Schorp MK. 
(2010). The addition of cocoa, glycerol, and saccharose to the 
tobacco of cigarettes: Implications for smoke chemistry, in vitro 
cytotoxicity, mutagenicity and further endpoints. BeitrTabakforsch 
Int 24:117-138. 

Rustemeier K, Stabbert R, Haussmann HJ, Roemer E, Carmines EL. 
(2002). Evaluation of the potential effects of ingredients added to 
cigarettes. Part 2: chemical composition of mainstream smoke. 
Food Chem Toxicol 40:93-104. 

Sanders EB, Goldsmith AI, Seeman JI. (2002). A model that 
distinguishes the pyrolysis of D-glucose, D-fructose, and sucrose 
from that of cellulose. Application to the understanding of cigarette 
smoke formation. J Anal Appl Pyrolysis 66:29-50. 

Sato S, Ohka T, Nagao M, Tsuji K, Kosuge T. (1979). Reduction in 
mutagenicity of cigarette smoke condensate by added sugars. 
MutatRes 60:155-161. 

Scherer G, Engl J, Urban M, Gilch G, Janket D, Riedel K. (2007). 
Relationship between machine-derived smoke yields and 
biomarkers in cigarette smokers in Germany. Regul Toxicol 
Pharmacol 47:171-183. 

Schramke H, Meisgen TJ, Tewes FJ, Gomm W, Roemer E. (2006). The 
mouse lymphoma thymidine kinase assay for the assessment and 
comparison of the mutagenic activity of cigarette mainstream 
smoke particulate phase. Toxicology 227:193-210. 

ScoUo MM, Winstanley MR. (2008). Tobacco in AustraUa: Facts and 
Issues. Melbourne, Australia: Cancer Council Victoria. Available 
at: http://www.tobaccoinaustralia.org.au. Accessed on 6 May 
2010. 

Seeman JI, Dixon M, Haussmann HJ. (2002). Acetaldehyde in 
mainstream tobacco smoke: formation and occurrence in smoke 
and bioavailability in the smoker. Chem Res Toxicol 15:1331-1350. 

Seeman JI, LaffoonSW, KassmanAJ. (2003). Evaluation of relationships 
between mainstream smoke acetaldehyde and "tar" and carbon 
monoxide yields in tobacco smoke and reducing sugars in tobacco 
blends of U.S. commercial cigarettes. Inhal Toxicol 15:373-395. 



Shahab L, Hammond D, O'Connor RJ, Michael Cummings K, Borland 
R, King B, McNeill A. (2008). The reliability and vaUdity of self- 
reported puffing behavior: evidence from a cross-national study. 
Nicotine Tob Res 10:867-874. 

Shelar GR, Bernasek PF, Furin OP (1992). Sugar/nicotine study. 
Available at: http://legacy.library.ucsf.edu/tid/utq03d00/ 
pdf?search=%22shelar%20bernasek%20furin%20sugar%20 
mcotine%22. Accessed on 14 April 2010. 

Shepperd CJ, Eldridge AC, Mariner DC, McEwan M, Errington G, 
Dbion M. (2009). A study to estimate and correlate cigarette smoke 
exposure in smokers in Germany as determined by filter analysis 
and biomarkers of exposure. Regul Toxicol Pharmacol 55:97-109. 

Smith G. (1990). Review on the biological activity of smoke. 
Southampton, UK: BAT (UK & Export) Ltd., Research and 
Development Centre. Available at: Accessed on 29 May 2010. 

Soldo X Blank I, Hofmann T. (2003). (-H)-(S)-alapyridaine - a general 
taste enhancer? Chem Senses 28:371-379. 

St Charles FK, Kabbani AA, Borgerding MF. (2010). Estimating tar and 
nicotine exposure: human smoldng versus machine generated 
smoke yields. Regul Toxicol Pharmacol 56: 100-1 10. 

Stavanja MS, Ayres PH, Meckley DR, Bombick BR, Pence DH, 
Borgerding MF, Morton MJ, Mosberg AT, Swauger JE. (2003). 
Toxicological evaluation of honey as an ingredient added to 
cigarette tobacco. J Toxicol Environ Health Part A 66:1453-1473. 

Stavanja MS, Ayres PH, Meckley DR, Bombick ER, Borgerding MF, 
Morton MJ, Garner CD, Pence DH, Swauger JE. (2006). Safety 
assessment of high fructose corn syrup (HFCS) as an ingredient 
added to cigarette tobacco. Exp Toxicol Pathol 57:267-281. 

Talhout R, Opperhuizen A, van Amsterdam JG. (2006). Sugars as 
tobacco ingredient: Effects on mainstream smoke composition. 
Food Chem Toxicol 44:1789-1798. 

Talhout R, Opperhuizen A, van Amsterdam JG. (2007). 
Role of acetaldehyde in tobacco smoke addiction. Eur 
Neuropsychopharmacol 17:627-636. 

Talhout R, Schulz T, Florek E, van Benthem J, Wester P, Opperhuizen 
A. (2011). Hazardous compounds in tobacco smoke. Int J Environ 
Res Public Health 8:613-628. 

Terpstra PM, Teredesai A, Vanscheeuwijck PM, Verbeeck J, Schepers 
G, Radtke F, Kuhl P, Gomm W, Anskeit E, Patskan G. (2003). 
Toxicological evaluation of an electrically heated cigarette. Part 4: 
Subchronic inhalation toxicology. J Appl Toxicol 23:349-362. 

Tewes FJ, Meisgen TJ, Veltel DJ, Roemer E, Patskan G. (2003). 
Toxicological evaluation of an electrically heated cigarette. Part 3: 
Genotoxicity and cytotoxicity of mainstream smoke. J Appl Toxicol 
23:341-348. 

Theophilus EH, Poindexter DB, Meckley DR, Bombick BR, Borgerding 

MF, Higuchi MA, Ayres PH, Morton MJ, Mosberg AT, Swauger JE. 

(2003). Toxicological evaluation of dry ice expanded tobacco. 

Toxicol Lett 145:107-119. 
Thews G, Mutschler E, Vaupel P. (1989). Anatomie, Physiologie, 

Pathophysiologie des Menschen. Stuttgart, Germany: 

Wissenschaftliche Verlagsgesellschaft mbH. 
Thornton RE, Massey SR. (1975). Smoke effects of adding sugars to 

tobacco. Beitr Tabakforsch Int 8:11-15. 
Tobacco Manufacturers Association, UKDepartment of Health. (1997). 

Voluntary Agreement on the Approval and Use of New Additives in 

Tobacco Products in the UK. Available at: Accessed on 9 February 

2010. 

Torikai K, Torikaiu K, Uwano Y, Nakamori T, Tarora W, Takahashi H. 
(2005). Study on tobacco components involved in the pyrolytic 
generation of selected smoke constituents. Food Chem Toxicol 
43:559-568. 

Tricker AR. (2006). Biomarkers derived from nicotine and its 
metabolites: a review. Beitr Tabaldorsch Int 22:147-175. 

Ueda K, Kawachi I, Nakamura M, Nogami H, Shirokawa N, Masui S, 
OkayamaA, Oshima A. (2002). Cigarette nicotine yields andnicotine 
intake among Japanese male workers. Tob Control 11:55-60. 

UK Department of Health. (2003). Permitted Additives to Tobacco 
Products in the United Kingdom. London, UK: Dept. of Health. 



® 2012 Informa Healthcare USA, Inc. 



278 E. Roemeretal. 



us Consumer Product Safety Commission. (1993). Toxicity testing 

plan for low ignition-potential cigarettes. Washington, D.C. 
US Department of Health and Human Services. (2004). The health 

consequences of smoking: a report of the Surgeon General. 

Washington, DC: Office on Smoldng and Health. 
US Department of Health Education and Welfare. (1977). Towards 

less hazardous cigarettes; the third set of experimental cigarettes: 

Report no. 3. Washington, D.C. 
US Department of Health Education and Welfare. (1980). Towards 

less hazardous cigarettes; the third set of experimental cigarettes: 

Report no. 4. Washington, D.C. 
US Environmental Protection Agency. (2003). Toxicological review 

of methyl ethyl ketone. Washington, D.C: Available at: http:// 

wwrw.epa.gov/iris/toxreviews/0071tr.pdf Accessed on 27 February 

2011. 

US Environmental Protection Agency. (2005). Toxicological review of 

toluene. Washington, D.C: Available at: http://www.epa.gov/iris/ 

toxreviews/OllStr.pdf Accessed on 27 February 2011. 
US Federal Trade Commission. (1967). Cigarettes: testing for tar and 

nicotine content. Fed Regist 32: 1 1 178. 
US Food and Drug Administration. (2000a). Invert sugar. Code of 

Federal Register 21:184.1859-184.1859. 
US Food and Drug Administration. (2000b). Sucrose. Code of Federal 

Register 21:184.1854-184.1854. 
US Food and Drug Administration. (2011). Harmful and potentially 

harmful constituents in tobacco products and tobacco smoke; 

request for comments. Fed Regist 76:50226-50230. 
US Food and Drug Administration Center for Tobacco Products. 

(2011). Guidance for Industry and FDA Staff - "Harmful and 

Potentially Harmful Constituents" in Tobacco Products as Used 

in Section 904(e) of the Federal Food, Drug, and Cosmetic Act. 

Available at: bttp://www.fda.gov/downloads/TobaccoProducts/ 

GuidanceComplianceRegulatoryInformation/UCM241352.pdf. 

Accessed on 31 January 2011. 
US Institute of Medicine. (2001). Clearing the smoke: assessing 

the science base for tobacco harm reduction. Washington, DC: 

National Academy Press. 
US Occupational Safety and Health Administration. (2010). 

Occupational Safety and Health Standards, Toxic and Hazardous 

Substances. 

van Miert E, Vanscheeuwijck PM, Meurrens K, Gomm W, Terpstra PM. 
(2008). Evaluation of the micronucleus assay for the determination 



of cigarette mainstream smoke activity in bone marrow and 

peripheral blood of rats. Mutat Res 652:131-138. 
Vanscheeuwijck PM, Teredesai A, Terpstra PM, Verbeeck J, Kuhl 

P, Gerstenberg B, Gebel S, Carmines EL. (2002). Evaluation of 

the potential effects of ingredients added to cigarettes. Part 4: 

subchronic inhalation toxicity. Food Chem Toxicol 40:113-131. 
Waingrow SM, Horn D, Ikard FF. (1968). Dosage patterns of cigarette 

smoking in American adults. Am J Public Health Nations Health 

58:54-70. 

Walaszek Z, Hanausek M, Slaga TJ. (2007). The role of skin painting in 

predicting lung cancer. Int J Toxicol 26:345-351. 
Wang J, Roethig HJ, Appleton S, Werley M, Muhammad-Kah R, 

Mendes P. (2010). The effect of menthol containing cigarettes on 

adult smokers' exposure to nicotine and carbon monoxide. Regul 

Toxicol Pharmacol 57:24-30. 
Werley MS, Coggins CR, Lee PN. (2007). Possible effects on smokers 

of cigarette mentholation: a review of the evidence relating to key 

research questions. Regul Toxicol Pharmacol 47:189-203. 
Woertz HC. (1983). Evaluation of competitive brands. Available at: 

Accessed on 6 May 2010. 
World Health Organization. (2008). WHO report on the global tobacco 

epidemic, 2008: the MPOWER package. Geneva, Switzerland: 

World Health Organization. 
World Health Organization Study Group on Tobacco Product 

Regulation. (2008). The scientific basis of tobacco product 

regulation: second report of a WHO study group, report no. 951. 

Geneva, Switzerland: World Health Organization. Available 

at : http: / /www. who.int/ tobacco/global_interaction/tobreg/ 

publications/9789241209519.pdf. Accessed on 16 November 2010. 
Woutersen RA, Appelman LM, Wilmer JW, Falke HE, Feron VJ. (1987). 

Subchronic (13-week) inhalation toxicity study of formaldehyde in 

rats. J Appl Toxicol 7:43-49. 
Wynder EL, Hoffmann D. (1963). Bioassays on the carcinogenicity of 

tobacco smoke condensates and air pollutants. Proc Am Assoc 

Cancer Res 4:73-73. 
Yoshida D, Matsumoto T. (1980). Amino-alpha-carbolines as mutagenic 

agents in cigarette smoke condensate. Cancer Lett 10:141-149. 
Zilkey BF, Court WA, Binns MR, Walker EK, Dirks VA, Basrur PK. 

(1982). Chemical studies on Canadian tobacco and tobacco 

smoke. 1. Tobacco, tobacco sheet, and cigarette smoke chemical 

analysis on various treatments of bright and hurley tobacco. Tob 

Sci 26:54-60. 



Critical Reviews in Toxicology 



